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m m m 

mvifo & « ^ & w> 7^P77-^«ts guslis** ct m^ss? (3 si -r 
temm, ^^m^-^^mm. mmzf&tet'izmmizm-^TZo £e>i^ 

^^•^^■(Dmmm^ feMizifn.mffi£.ft&<m j; 3-isT^2> [J. Biol. Chem., 
267 , 10931 (1992)] o M^m^mmSr 5S^t bT&s Vascular permeabi 
lity factor (VPF)/Vascular endothelial growth factor (VEGF)#±H32S£ 

mi-t \sT%\t>tiX^2> [Advances in Cancer Research, 67, 281 (1995)] 0 

§ [Advances in Cancer Research, 67, 281 (1995); Endocrine Reviews, 18, 
4 (1997)] o 

t h<DVm^fc£VX1&zn£Xt l Z%mi£m*Vt/>*i-—-e7 7^ U — 
f;:Jgt"&^l©:§^'fcT-fe ; SFlt-l(fms-like tyrosine kinase) [Oncogene, 5, 
519 (1990); Science, 255, 989 (1992)] ;fc£rm2<D^fre&£KDR(kina 
se insert domain-containing receptor) [W092/14748; Biochem. Biophys. R 
es. Comm., 187, 1579 (1992)] ©Wi^ilt^So t h^VEGF^^KD 
RO-x'^^M^^P^iFlk-l [Proc. Natl. Acad. Science, USA, 88, 9026 (1 
991); W094/11499; Cell, 72, 835 (1993)] £#££tlW£o Flt-143<fct>*K 
DR/Flk-1©«^ h* * H >&7m<D-< 2xS trv7V *4>&*)te*). MM 
F*l h*^>r >fc£^n*>>3r±— - If K^f >^^-T€>^ai80~200^P^;i/ h > 
CDJU^W^ VEGF{iFlt-l*5J:t^KDR/Flk-li3{i^tl-enKd^^20 pM 
*5<fctFT5 pMT-^SttlCig^-r 5o Flt-l*5«tOT)R/Flk-lttlfllWp , UJS^Uiai3^^ 
lftl;:fg^bT^3h$BS£*tTl^3 [Proc. Natl. Acad. Sci. USA, 90, 7533 
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(1993); Proc. Natl. Acad. Sci. USA, 90, 8915 (1993)] 0 

mmtfumftfcmm [Nature, 359, 845(1992)] % t bm^mmmcDmrnM^ 

ft&Mm [Cancer Research, 53, 4727 (1993)] T". lE^^JfomrtJMBS 

iwit^fit-i jmA<D&m.w±misX^2>z.b'&m^gtix^2> 0 

U*V-fc?— i/3> (in situ hybridization ) fc«t r>flt-l mRNAcD^^tf) 
(oti&Zt&m^ZtiXl^&U. Experimental Medicine, 180, 341 (1994)] c 

cm h ommix. mm^^&z ^di^tvegf-vegf hz/^ — fu-i^ 

&&l*mtchT\,>ZZ£*&<^T2>%<DX$)?>o Flt-l(iVEGF*s$£^r-rs 
ts mmft M-f >**§B'J >mfc£tl2>Zh&m^£tiX\<^& [Science, 
255, 989 (1992)] , m ^mmz-D^X i^^mx^ 5o L-frU flt-UIfc^ 

^^ufcfit-iy vpt?7 v^^*\±%&mM(Dfamzi& j $>. *tuzm<itJLW 

mmz&m<Dmm*mtcVX^&£m7£$tlX^2> [Nature, 376, 66 (199 
5)] o 

U mm(DMfc&Vim^Zt&&*1i?ZZ.£&m££tiX^Z> [Journal of E 
xperimental Medicine, 172, 1535, (1990)] 0 VEGFttb h^Jfoi 

mLtzmmzttLXbMfefemftiVSL&m-fZ. £ [Blood, 81, 2767 (1993)] N V 

EGf^mmmz j; K>mfe<%m%i&wm$ti2>z t&mesztix^z [Biood, 

87, 3336 (1996)] „ b h3fcML<fc VmmLfzmm* S —*f >^P y r 
W[-PCmiz& ?)jmkU^}VXVEG¥U^7'$-<Dftm&Mffi?2>£nt-mftm, 

y*—X$>2>£ffifegtlX^?> [Journal of Biological Chemistry, 271, 17 
629 (1996)] o 

b h#i*£Utf#'j-i*y#^ KT-rSM-T^ilFlt-lCDmRNAL/^-e©^ 
SWtSC tftm&gtiX^Z [Blood, 87, 3336 (1996)] 0 

0~20/zm©^£D«T-^0^ rSfg^^T'^Jto^^^bT^S^ — 

xx'&ifomm&m^xM*(D^n^mffi,ft^}i&m^x. ^ct-<t d^t-^ 
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>&JDjg«U 4Mb* «^3ts MPfieUVV-A, «AI6*^-rc:fc*»e»> 

— 7^n7 7-ySktt- iSSfttv** [7^D7 7-*;:«*«| ISM 

a(1986K «r*ia««6 : 55»«^ fSlU^(1996)] « ^7 

If fttfri±(1986K «f«a^«l& ^*&SI§ ^01^(1996)] 0 

A{3<e>^EiPb, ^D7 7— i'fr'iiflDbT^So Ui^^^-TSJKtiSttS 

TZ>) x IL-6 N IL-8s IL-10x IL-15, MCP-1 (monocyte chemotacticprotein) s 
MlP-la (macrophage inflammatory protein) , TNF-a (tumornecrosis fact 
or) s VEGF (vascular endothelial growth factor) » PDGF (platelet-derive 
dgrowth factor) *f £>;HTl> S \Mfe$>M, 3_0 , 214 (1 9 9 8)]. 

«ft#itt4Mt5o iI®77P7 7-^ ^S^M-r^VEGF, PDGF, F 
GF (fibroblast growth factor) „ IL-1& Zm^WJ htij >&m£-?2> CS 
mW¥, 53_, 8 8 ( 1 9 9 8 )] o 

J^±©«fc-5tls D^Mbfc^T'mRNAU^l/T-VEGFS^Flt-l^ 
31 bT ^ 3 d N #J£«:VEGF#c#[$ izM^UMT £ 3 £ 7>*£B^£ ftT 

b#>u mmuwm±.iz.nt-\j$$m\sX^z>z.ii, ^^Fit-i^ 

^bTVEGFftc^tCifi^-rS^^^/XiB^^^T-^^o VEGFflc#ffJ&iji 
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*%W%*>&. VEGFg^ffcFlt-1 (WT> Flt-l^B&HB-rSdil^fe-So ) iz 

<Dmmz&&-r%zL£, t hm&jfo&mmfflmztemF it- iift{«±£j& 
-rfc*^, *mm&T(D (i) - (6 5) £n-r3„ 

( 1 ) b hVEGF^^Flt-Uz^bT^rStt^WrstiM^^^i: b 

(2) fc hVEGF^#:Flt-l{c:^bT^rStt^^^S^K^> b bVEGF 

&mm\t-uzn?%m&~i:$>z>±M (i) t3«i©sS^o 

( 3 ) b hVEGFS^Flt-l(C^r-rstn;^\ # U * D— ^jfitt* fcfcfc* 
y 2u-±)\,im.-C1b2>±M (2) I3«OsSl^o 

(4) ty^D-t^ft^ ;W7iJ K-Y^mr^iJct^t h 

Ho 

(5) /W^'J h-vAJI4t5^ KM1730. KM1731. KM1732, KM17 

( 6 ) b MbMtt#\ b hi^ 7^*5 J;r>*b 
^#fr£M^3^re&£±IB (4) fBtt©g*ISIo 

(7) b hm**^m&1$, KM2532*fcttKM2550T$)-S±H3 (6) BBSS© 

(8) b hSiffilifi^^tn;^* 5 . KM8550. KM8551. KM8552, KM8553, K 
M8554*<fct^555^e»*S»<fct)ia«nsei<*:T?*>a±iB (6) SBffiCD^H. 

(9) trMMfftt** Fab. Fab\ F(ab' ) 2S -*iitn;ffc> V^)Vy 4 

&£_hl3 (4) IBfgO^mo 
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tMM&*^miZM&$Vtztfifc?&?>±.t2 (2) ~ (9) ^filfrlSC 
H3f4©I£ilo 

(11) b hVEGF^^Flt-lfcl^bT^rStS&WrS^S^ffl^Ts at 

(12) b hVEGFSSft:Flt-lK:*fU-C«e-&?SttSWt"S«!5l^ b bVEG 
FS§#Flt-l«c?*-rstn;<*:"C»S±SB (11) H3ig©75&o 

(13) b hVEGF^^Flt-lfZ^-T * U >7 U—±)\,iKfc3L 
^y?V~-j-JV#i&7;$>&Z£&nmf?2>±m (12) I3H<E>7ji£o 

(14) t^^P-t^*^ ;W7«J K-Tffl^tSfitfl^itft 

MbtrutiK *fci±^ne>©^rrM-^^M«n§jfi^-efcs±H3 (i 3) ib« 

(15) 'W^U h'--7^14t5Ws KM1730, KM1731, KM1732 X KM 
1748fec):^m750^^^?>^ct 0M«n^tri<*:-e$)S±H3 (14) f3^©7j^o 

(16) hh flstnrffcj^ t h m * * ? tntf**5 £ £>* b b SJ*H*H4&5£fK*$& 
*ttrL^^^titlStn;^T'$)S±f3 (14) f3«S<E>7a&o 

(17) b h^** ^iataPs KM2532^fettKM2550T-$) S±H3 (16) §3 

(18) b Mffiiti^i^^ KM8550. KM8551, KM8552, KM8553, 
KM8554£J:OTM8555fr£>&&2¥J; »3 i!«ft3$n;ffcT*& 3±f3 (16) I3«©# 

(19) JnrfttWtf-iJ^ Fab, Fab\ F(ab' ) 2 , — *Mtim, 4 h*2c 
T!&5±iB (14) !3«g©^o 

(20) tmtfi. mmvtm&Km, m&n^r^^^mmt^m^. 
tz&Mfc?jL¥mzm&£&tztm-e$>z±tz ( 1 2) ~ (19) <wrnfr 

liI£B3*&<D73?£o 

(21) b hVEGFg^Flt-Kw^UT^rS^^^-T ^WttMWlWi&t 

(22) - 7^n7 ^j^n-^-r zmmtf, mmmm 
mmmt&tztewkwm-cibz>±M (21) h3«©^»t^o 

(2 3) b hVEGF^^Flt-Hc^UT^rS^^W-rStlM^ b hVEG 
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(24) t hVEw&mmn-uztt?ztmiK #v*u—i-)],tm$itz& 

^y^D-±;^^T*feS±H3 (2 3) mmcD&VftMo 

(2 5) ^e. K— ^#S£*-Si*Wfcfe<fctffc 

rfctatt. ^fe«^n^©^<*:^>t^^M«n^tn;«:-t-*)S±H3 (2 4) B3«B 

(2 6) /W^'j ZtjU&tf. KM1730, KM173K KM1732, KM 

1748#£TmmQfrbteZm&bm&nzm i faZ&2>±m (2 5) IB«CD^ 

lilo 

(27) t: hlhtfifc&s b hM*^ ^in#:43<i:r>*h hWmffiV£®ifeMM& 
M1nfcfii>t>m&ti2>$itt.'e&2>±m (2 5) HB«6©^m o 

(28) t hi^ ^tn^*P\ KM2532i;£JiKM2550T&£±H3 ( 2 7 ) 13 

(2 9) t hMMt£&^^1fii/tffcfr\ KM8550, KM8551, KM8552, KM 
8553, KM8554;fc c kZ>*KM8555fr£>&&aU *)mi£ti&ifite.Z'$)Z±m (2 7) 13 

(3 0) Fab, Fab\ F(ab' ) 2 , -^mtK^ 4 K£ 

-eS>5±I3 (2 5) H3«iGDs£»Tllo 

(3 1) Jfitttf. M*TttlSI{u7cm, §&K*fc«±<£^©3£#Jfcfb^«Ji; 
feii«fe^X^(3ife^-arfetn;#:-??fe§±H3. (2 3) ~ (3 0) ©t^-fftfr 
lJSffcaBi&GDt^Bfrlgo 

(32) t hVEGFS^Wlt-ltz^f UT*g-&fS«**-r 

tt^ts, iai-^D7 r-^j^si-^-r s«us©^»f*«o 

(33) • d 7 r-S?*«R|#-r 3«SAi* *fc^4*SSJlU SMMii 
fifcj^x IbM^b*^{i^fli*T-$>S±f3 (3 2) IBtt©&*f;*rSio 

(3.4) fc hVEGF^^Flt-l{Z^LT^fSt4*^-r?»^K*st h VEGF 
SS*Flt-lfc:*f-r*tn;^feS±i3 (3 2) HB*&cDb#G0t£&o 

(35) t: rVEGF^^Flt-Uz^f-rstfti*:^ 'J * p-^;i/ifitf;3;fc«: 

^D-^-;i/^T*$>5±f3 (3 4) l3tt©^Bf^?£o 
(3 6) t^D-7-«fr; /W7'J K-^^m-TSta^^rjtb 
Mbini*:, *fet±*n^©ta<*:»fM:^f)2KnStn;f*:T?*a±ffi (35) IB® 

6 



WO 00/79275 



PCT/JPOO/03957 



(3 7) M7'J H— v^jg^t^intf*^ KM1730, KM173K KM1732, KM 
1748^i7>TO750^^35;?)S¥«}:t)M«nStrL^T-$>S±IB (3 6) H3fB©f£»T 

(38) b Mb^#fr\ b bm** ^m<&# b^*BM££ife^i^ 
MJfafcfr£M&ft£^#^fc£±iB (3 6) !3«<©f£»r7?&o 

(39) t hm** ^Ifii&tP, KM2532££&KM2550T-&3±f3 (38) IB 

(4 0) t h^ffi?St4^^^*tiH^\ KM8550 S KM855K KM8552, KM 
8553, KM8554££OT18555fr£>fc£^<}; *)Ml£ti2>ijifcT~$>2>±.m (3 8) SB 

(4 1) J/C^WrM-^ Fab, Fab\ F(ab' ) 2 > — ^inl^ ^7^f PSf 

-£££±13 (3 6) HB«e©^»T^o 

(4 2) #Cffc#\ »misj^7C^ S6K*fe^£^®^Ji:^^* 
^(iitfe^X^lCife^^-B-fe^T:^^, ±13 (3 4) - (4 1) <Zn>-fft 

i m^mmn&mjjmo 

(43) t hVEGF^#:Flt-l^^-r^tt^^*Plg1-?>^)H^^^ 

(44) t hVEGF^#:Flt-l^^-r -Sff^^^PlS-r ^#l!®* 5 VEGF©F 

-r^R-e^5±a3 (4 3) • p y T — ^©^tMWJo 

(4 5) VEGF<DFlt-l^#^©^£Pfl^£#m#, fc hVEGF^gfltf 
lt-H3^-rSin;<*:-e&2.±H3 (4 4) B3«©W • u 7 7-i?(DMffi&m 

(46) t hVEGF^^Flt-Hz^t-r ZVifci?, *° U * d— ± )),m£$Llz\& 
^D-:h;i4rt<*T-fcS±I3 (4 5) 13^©^ • d 7 r— S*©afc£IH 

(4 7) t hVEGF^^Flt-Hw^-rS^ey^D— ^;i/trt^\ ;W:7»J K 

mte-t'&s, ±13 ( 4 6 ) mffiamifr - ^o? t—^cd^pbssiJo 

(48) a -f r U H -^^jH^ r 3 $/Wfc#> KM1732. KM1748*J J; t>*KM1750 
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fr6^&ft£*^reifc£±§2 (47) mmcomm • -V'yuyT—wmnmm 
(49) MYiwmtP, tvm**?mt&&x*tYmmm&wm 

mtmi* ^S«ti5^* 5 ±13 (47) SB«©#3* '?^D7 T-^©5i 

(5 0) b hM*p<^in;tt:7>\ KM2532SfciiKM2550T-*)^±HB (4 9) IB 

(5 1) b h^ffiffitSife^ti^ffiJaflc^ KM8550 S KM855K KM8552, KM 
8553, KM8554:fc£7JcKM8555>b^fc&l¥£ D»«ftStrW*T?a&£±fB (4 9) IB 

(5 2) mfrmfrtP. Fab s Fab\ F(ab' ) JN ^*;i/7^f KSfe 

S±H3 (47) iB48©#3» - ^D7 r-^GW&tPfl^RJo 
fe(i?tfE^X#^^i6^^-i±fc^#:T*feS±HB (4 5) ~~ (5 2) OD^-ftl^ 

i miztzm&mm • T7P7 ^-^©ji^pis^Jo 

(5 4) b hVEGFS^Flt-l&^-rS^^^Plg-rS^lS^^^ 

(55) $8-^07 t— i?&M j 3-Tzmm&. mmmrn 
®mmt$itcttLm&imm-e$>2>±tB (54) mm<Dfemm 0 

(56) b >VEGF^#:Flt-1^^1-St»^fe^^PflS-r £&Ha#VEGF©F 

-rS^llT*a&S±HB (5 5) fBtt©i&«KISIo 

(5 7) VEGFcDFlt-l^#:-N©^$Pfi^-r?>^^\ b bVEGFg^teF 
lt-lt:Mt-SJa<*:-T?*S-hs3 (5 6) HBttO^KI. 

(58) b bWGV&®mit-UzM-?ZVi<£tii s , U * o— ±;i/t^#*fe«± 
^y?u-j-jlififo-?:&z>±m (5 7) gattCD^JftHo 

(59) b hVEGFg^Flt-lC*f-r£^y ^ v-J-Jltfifa^ K 

^ ±M (5 8) H3«gCD^mo 

(60) ; \ :/ U KM1732, KM174833 «t OTI1750 
fr%m!&tl%tm."C1bZ>±M (5 9) l3«©^mo 
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^m^7>e>M«n?>^#:r'$>a±HB (5 9) 8Bft<Z)&JfcX« 

(62) t hM** ^trifcW. KM2532g;7cttKM2550T-&6±B3 ( 6 1 ) f 3 

(6 3) t hM*Slttt^ffi^*$M*&x KM8550. KM855K KM8552, KM 
8553, D!8554*«ttJ t KM8555*e>ftS»«t 0«linSiafr*C*S±S ( 6 1 ) S3 

(6 4) EMMPrfi-** Fab N Fab\ F(ab' ) 2 . — ^tltrt^ S>;*;i/7-f h*^ 

s±ia (5 9) i3«e©^^o 

tz&Mte^^mizm&iS ±.$2 (5 7) - (6 4) (D^Ttlfr 

|S-y^77-^(1 #J*fcJu *imA©*«Jfll©^fiJfll3»©5-6%Si5 
8> ho J&ff© WtiiSfS 1 0 ^20#m©*M©«T& »K rS#£&j£;tt££^ b 

^HjUT. €CtiD^i«l/fe^^n7 7-yt:^5o #3**5 J: 

-JS^nTlx-S [7^D77-j;:Wcl« fgtfc*t(1986k if^S#^M: 
3S?fer£^ j3o UJ^:(1996)] o #3ac-"^^D7r-^Pttx Ife^lS. 
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mm • v^D^T-^^^^^mo^^^^ii^ST^^ffl^s^K 

mm '-?>7U7 y-is&m^zmm&mmMZfctemm -^9U7 t—v 

z*)<dx*&£^o nt-i*fi>-?2>mmfcmwm'f stiitLtit Fit-i©$s 
m&mmxgzwmx*&nm^frte2>t)(Dx%jLi^tii i s t rVEGFoFit-i^©^ 

o 

t hVEGF(DFlt-l-v©^^PlS-rS#lHi:UT{is fcxFlt-lfcift:. ^in#:»r 

M-Sfcii^ne, <e>^##:& if ^ it e> n £ fr\ ^ b < &f it-i (c^ff s ffnfcx 

ftk ^Jx.(iSB203580 [Oncogene, 15, 2169 (1997)]& £©p38PM#l& iftf&tf 

^^t^ j. ij_ . 7-^7^ 3— ;i/ K • 77 V ^V>\—n— - ^7^-5 h ij — (A 
ntibodies-A Laboratory Manual Cold Spring Harbor Laboratory, 1988) » gl 
~r\ r^^-f — X • T • h 'J — • v-^7^U£fB-r].£/B^T*U 
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&mm-etizm£ti&^'( ?v K-^ct DM^ns^i: utii b hVE 

GFg^ffcFlt-l* W^lt£#bJiC£ btllU mnM^^t^W^^ SirCl^ 
feW^k (complementary determining region; JMT\ CDRhB&HB'f&o ) &$HrL 

*j:tfqr*«*e*i (wTs vLt^-r) ^b Ymfccofenffimm. (j-^ ch 
h^-r) *j«fct>*b Ymtnfe^wmm (jut. cl^-t) ^^e>^5*n^ 

M4itS/W7'Jh*-^<t^ VH43<fct5VL^3- h*-TScDNA^a#U> b 

t hmcdmuiftmz, bhm#^ b h^©®j^jcD^©vH*5<fct>*vLcDC 

DR£ b h J^(Di&tl©ta&©^^ 

^BjT-^ffl^nsb hmcdmmiKm*. Fit-nc^-r^ thixw&m 

^©^©VH^cttlfVL^CDRIB^JT-^Ob htrC^VHiJ^t^VLOCDR IE?U£ 
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*jx-e*xBg|bfeV^*n-K^-ScDNA&fl}^U t Mri<*:©CH*5 J; V b bin; 
•*«B8T?ffiffl?*l5h h^^^trL^ct^t h^CDR^«tm^©t birtifc 

^(i^-rncD-r Ay ^nyj >(ig)^;u3Mi-3&©T'fc <fc^#igG^<D 

?K IgG^fZJI-f &IgGK IgG2 s IgG3, IgG43£<7M Ay ^ <J 

Fab (Fragment ofantigenbinding<DB&) N Fab\ F(ab' ) 2 . —*j|gtrii*:( single 
chain Fv; WT\ scftfoT ) 4 h*^<bfcvfr(disulf ide stabi 
lized Fv; £Tr\ dsFvh^-T JiJct^CDR^^tf^y 0 ^- K£#W-f3o 

Fabtt, I g GCDt yv^^^T 2 ^6DHiS^5i§1§ UTV^ £ 2 ■OCDv 5 ^;!/^ -f K 
&&<D±M<D^73- K«#*IMItW>f >T-#fl¥UTf#?>n£, HH©N^*g 

^0^T^ffl^ti5Fab(^ tfifc hVEGFS##:Flt-m^^^^-r >»UT 

ittt hVEGF^^Flt-lin^©Fab^3-K-rSD 

Kick D IBB* ^ Fab£§gj£-f 3C£#T*£3o 

Fab'fci, ±HBF(ab' ) 2 <Dt>yp^©^^;by ^ F«g-&£«J»f bfe^ft^j5^ 
tD^^t£-|4^Wr £ 7 7 ^y > h £ o 

^BJT-^ffl^n^FabMi^ttFlt-l^^il^J^^^-^b^ h-^ib 

Fab'^itf SC^T'^-So 
F(ab') 2 fcJu IgG©t>^^2fS©^^;i/7^ HIS^©™*** r »J 7 

*^H^T'^ffl*ti5F(ab , ) 2 (i, fcttlt-lintffcS: h U :T5/>«W1LT*#3 d £ 
#T»£So Sfeiis ^Flt-im©F(ab') 2 ^=J-h*1-?>DNA^l!jtl«ffl^ 
^**-fc:#AU ^^^-^ib^l»^#A1-SC^^«fct)^^-&s F(a 

12 



WO 00/79275 



PCT/JP00/03957 



-#&*rb# (scFv) & N -^(DWh-MVLb.^mmtn^y^- K 'J >* — (ft* 
T. P£*ft-T) VH-P-VL&^UiVL-P-VHtfU^T^ K£ 

s^i/?* K^fbtftte (dsFv) vHij^rjfVL^o^n^m t s. ; mm 

fp£tifeJ5& [Protein Engineering, 7, 697 (1994)] t^ot^ J7cffc©3£#: 
• ^B^T^jp^n^^X;i/7>r H^fbinrffctt. t bVEGFg^Flt-lJZS/fo 

So 
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n& 2>^&&ft¥<DMffl& z&it^mz&^^zz. tizx^mm-rz^tft 

5t*z»-K"rScDNA&Jg^-&, li*^^^-tiAU g^sa^** 

1. tftt hVEGF^^Flt-l^y^D-^-;i/m^©f«^^ 
( 1 ) in^OM 

trtt hVEGF^gffcFlt-l^E y ^ D~^;i/^#:^ft^5fe»^^^inJP^ 
l/ti^ t hVEGF^^*:Flt-l^«S®(Z^bfc•feSV^(i^^D|fflJ^Mli 

a\ T^y^©s^©^^s*Bij}a^^$wrsRi^t hVEGF^ 

t hVEGFS«#Flt-l*«BJia^lit3l63S-rS«ejiafcbT«±. NIH3T3-Flt-1« 
[Cell Growth & Differentiation, 7, 213 (1996)] ^lff)jx§o S£<D^ 

hmi£(DYcffifrt(Dm&m&wtvxftm£&zj3m£\sXt±. t nvegf^ 

i*:Flt-l^=i— h*-r^^:S$>5VN{i^©gp^BfK-cDNA [Cell Growth & Differe 
ntiation, 7, 213 (1996)] £^&^*-©-7-p^-* — TICfAlfeU 
*|ftit#:^^^-*JififcU ^ft£?gi«C#A^5£££<£^#£nfct 
rVEGFS^Flt-l^meHSSx ji^^tg%^T^»-r £lz£ t)«l*Wfc£ 
V>tt^f*±«4't:t hVEGF^^Flt-l(73^SS>Sv>M^»fM-^^©^*$) 
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m^tvTtz. mm. mm. m^mm. m^mm^f. Brnti-zmfctt 

28SlT-#£*>£>T&nfc^ ^-ftiT-*)<t^o MMt^TbiL, iJ/i'Jb7-n 
•J ( Escherichia coli) „ /Wl/* • X7f'J7 ( Bacillus subtil is ) 

-fe;X • -te 1/ tf i/ ( Saccharomyces cerevisiae ) N \y # n 5 -bX • tf?> 

^ ( Schizosaccharomyces pombe ) WJ^^n^o KlMBfl&hbTfcJu b h© 

-CD«T'*)SCHO«^WJ^^n^o m*«i:bT(is Sf9s Sf21 (77 
-=•>:•; I >*±®0 x High Five (^f>thD^x>ttg) f^Jf^nS. 

£!ffl!& T- T* £ £ & © T? & ft fcf ^ & 3 9 9 — T? * ffl V > § Z. £ & "C % S o 
MM. Witttai^xy t:T • n 'J ( Escherichia coli ) £?iiaE£ btffl^S 

ftfcf> 0>J;tfc£ #;w>»> rt>£ffiV>S73?£ [Proc. Natl. Acad. Sci., US 
A,69, 2110 (1972)] % 7"D hX^X (^Bg63-248394) ^-fft©7a 

^S^^i:bTffll>5^{3(±, !63l-<^* — tlsX. 0"J;ifcf. YEpl 
3 (ATCC37115) . YEp 2 4 (ATCC37051) % YCp 5 0 (ATCC37419) %f&m 

ftfcfs Mz.i£, xl/^hD^U-^>3>^ [Methods. Enzymol. ,194, 182 (19 
90)]^7xD77Xh^[Proc. Natl. Acad. Sci., USA, 84, 1929 (1978)] N 
St&U [J. Bacteriol.,153, 163 (1983)]^. ^-rft©7j&fc/E^ £ 

ft5o 
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GE 1 0 7 [^f^3-22979, Cytotechnology, 3, 133 (1990)] , pAGE 1 
0 3 [J. Biochem., 101, 1307 (1987) ] ^ffl^^tlSo 

yp^-^-iiLtli, MMfflffi* £ 3 i) (D V >fr & £ & CD 
£ffl^T&<fcl>7>\ 0"J;tfc£> 1M M#d£>t;k* (CMV) © I E( immediate 
early) jfrfK^D^D^— * — N SV40&£^&p< * uj-yt^'f XDT'o^e— £ 

-Wif^n^o ££s h h CMv©iEitis^©3i>M>i7-— ^^D^e— * 

Jsm-C&MX, hn^l/— S>3>?£ [Cytotechnology, 3, 133 

(1990)] x U >3&*;i^>£A$£ (#^¥2-227075) N ij^i^>>3>g [P 
roc. Natl. Acad. Sci., USA, 84, 7413 (1987)] ^iTtKD^m^m^ 
•2>o 

O-^U^a^-'/WtP^- 177";M>M —3 4 (Current Protoc 
olsin Molecular Biology Supplement 1-34) > ;^j.pii7>f;i/^ • j fx^U 
y*>3> • X N T ♦ h "J — • 7= 3-T)V (Baculovirus Expres 

sion Vectors A Laboratory Manual) ^JCfB^£n7c73^fc: <fcoT N $yn>7 

Mfc^mA^?* — £bTfcJu pVL1392, pVL1393 x pBlueBacIII 

utographa californica nuclear polyhedrosis virus) & if^fflV^ £>*l£ 0 

(#H¥2-227075) N U #7 a [Proc. Natl. Acad. Sci., US 
A, 84, 7413 (1987)] m&m^*>tl2> 0 

7 r - ^ > i >ttl/^a o □ -;v ^ ^ - dp y bteZ&m^ 
xm&WiZ.^*3-U tp << )\yX^m^tz(Dt>, Buj&b£Sf9,Sf21fc3^fci:Hig 
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m^it&Zt&XgZ [Bio/Technology, 6, 47(1988)] 0 

X [Molecular Cloning 2nd edition, Cold Spring Harbor Lab. Press New Y 
ork (1989) ;WT> ^u^^- • ^d— -y? S£2J{£j fcEf] CiB« 

IfiS^Ii^t, ^t£#t)fr£t£EnrS^£:£<fc'K hhVEGF^fltfl 

*mw<Dmn$£&i£&igMzmm-? % urn*. miE&t&mizm ^ n sit 
<Di5mzm.^xftt>ti2> 0 
*MW&zM±mn^<Dn&®&m^£isXWbntzmmm&i&*t&mTz 

«*feH:«!fiPiim«#*#«:if©«FSlfi«J^Ts 15~40 o CT-16~96B$F^t? 0 

mmmm*. pH«3.o~9.o{c^-r€>o pHofmau *Rtt£&fctt9tt<z>B& t 

^ffl^tvt^SRPMI 16 4 Otgifc, E a g 1 e^MEMtg-Jfe^fcfcfcCItl^ 

^ffl^nTV^TNM-FH^Jfe [77-;>^x> (Pharmingen) *tM] . Sf900I 
ISFM [7^f7r^yP^-X (Life Technologies) HM] . ExCell400 , ExC 
ell405 [V\-fn*)JRH X (JRH Biosciences) *±g£] m&m 
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EGFg^&F 1 1-1 (D±&$> 5 t ^ * * © f; i: *V (iife^S 6 H ©MM 

t hVEGF^^Fit-i ©±mi.^(mifit^ ; e©ss$)5^(iiMa 

t b VEGF^^F 1 t-l(D±m$> £ I > teffifrmft £ * <D £ * £> -5 ^ ttHb^S 6 

S-fJ^ia^J^W-rs^U^r^ h*«. Fmoc& (7;i/ti/-;Mf;i/ 

miZ£-oTt>Mm-rZZ£&T%2>o mmmm (*SAdvanced chemTec 

htm) x ^— *r>x.)W— (^SPerkin-Elmer^») , 7oA (^H 
Protein Technology Instrumental). * v**<M*HSynthecell-Vega*±M) > 
B#^— b7r>f7' • U K (*HPerSeptive*±§!0 . A^JHf^m*©^ 

(2) ftfecD^jsfctftfr^jiffliiacDiaaa 
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y f^i/7^x wa?;^;^ ^D^D^'J >^7>*$>lf £ft. 7i? 
a/OKi:l/t(t 70>f >F (DfoikTi/ ) % > h (Complete Freund' s Ad juv 
antK TK^b^l/^-^A^l/hSB^a^^^V^^fetf e>n?>o 

*&ft#UE^fct>50~100,ug#$?g;b^o =£IS:-^£x 3 ~7B @ C&^ifr^© 

&ft&m%.m mmftmmfem (elisa&o : m-^rnmw (1976^) ] &zx-m 

h tc <£ t) HM-r £ d £ S o 

inMS-¥^tife#t: hni?L®&^©S$tt. U W*©. *ffi 

( 3 ) ^mmmm&mm 

1N4^X (BALB/ce&;£) #tSJ««^P3-X63Ag8-Ul(P3-Ul) [Europ. J. Im 
munol., 6, 511 (1976)] . SP2/0-Agl4(SP-2) [Nature, 276, 269 (1978)] . P 
3-X63-Ag8653(653) [J. Immunol. ,123, 1548 (1979)] . P3-X63-Ag8(X63) [Na 
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ture, 256, 495 (1975)] tet\ 4 > • \f. b d (in vitro) Tmm°imte^ffiM 

mmm&mg. t* \zz x io 7 Mm±©«ik£fi£{g-r s c 

mm^tzmmgitZo mm^mmzitMEM^m^tzitPBs (v>m^h 

U £ Ai.83g N U >g£-£ y £A0.2lg x &&7.65g , ^SzKl U y h;K pH 

7.2 ) &^£flH^ 0 sfcs ife^-«^^^-y-§^iife^bT(^ a^oife-^- 
mmcofr&miRmizm t>tiz>&o\,^ hat t&it {ie^to [RPMi-i64otgite^ 

5. >(i.5mM) . 2-^;i/*rhi^y-;i/ (5xio- 5 M ) N ->>(i 

o>ug/mi) *5j;t>*^Mifiifi(Fcs) (csm^, io%) zMz-tzmmi izt-m-y- 

(10 4 M) , 3-lLis> (1.5 X10 5 M) W7^7fiJ> (4 xlO'M) 

n^y V^IiT-ISIaMffll^o 

; p n—i-)\,#it£(DmfoMt bTfci. W098/22616{"|3m^nT^S 
/W^'J K-TKM1732(FERM BP-5698)#£g?- S^^IgGl-y^ ^ XlzMT 
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^D-^-;i/tr[^KM1732, K-^KM1730(FERM BP-5697)#£j^-T 

Z^^XlgGZbVyt^Xtzm-fZ^; *n— ^;Uffi#KH173(k. K-t 
KM173KFERM BP-5718)#£jir S v£;UgG2a^7'? ^XtcST 3^ ^ n- 
^;i/tn;^KM1731. N /W ^U„K — x'KM1748(FEEM BP-Seg^^-r^-v-^*^ 
b-^^^^XtcS-T^^y ^n-^-;i/m^KM1748 N /W:7U K-vKMl 

750(FERM BP-5700)^M-r^^'>XIgG2b-tf ^^^^(3^1- ^ U—±JU 
JnMM1750fc If^nSo 

±fBt2«S0VW ru h"— "x'M^y ^n— ±)Vm^<0^>*>, KM1732s KM1748 
*Jctt>*KM1750^ Flt-HC^-r§*flJf5tt^WbT^»3> #i-7^D77-^ 

bl^o 

(5) ^ ^D-^;i4rb#:©SI®£ 

£ (± 7* I) X # >9BM C2, 6, 10, 14-^ h ?^;i/^> > (Pristane )0 . 5ml 
£M£l*I*£#U 2 fiHfigW-r*) b£8 ~10M^©^Xl;£fcJ:* — 

fitter V^E-^ A £J;S:ffi*Ts *^U;i/»i5blR& DEAE-fe^TD— X*^A N 
tiSo £©^£££19, IgG&&^&IgMiIi#£!I]i&U iSty^D-t^ 

80nmT-©n&)feJg <fc D gffl-f & d £ &X & £ „ 

tfH&CDVT't^Xtte, S7^Xft<D7*>( y°<DZ£X. V Ig 

GU IgG2a. IgG2K IgG3. t IgGK IgG2, IgG3. IgG4#& n S *>\ 

ttlz-WXlgflU IgG2a, b MgGl^-rrti, Mft#c#&tt«mrSt£ (tH^ 

2. «fc^M&£^{fc©^i^& (1) -#tfc hVEGF^gffcFlt-1 tMbtfafc 
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( 1) t hittiifommm^tp-nffim 

^n^n#A-r s c t ic <t d 4?t^£ fife & <dt*& £ „ 

PAGE107 [Cytotechnology, 3, 133 (1990)] . pAGE103 [J. Bioc 
hem., 101, 1307 (1987)] , pHSG274 [Gene, 27, 223 (1984)] . pKCR [Proc. 
Natl. Acad. Sci., USA., 78, 1527 (1981)] „ P SGl/?d2-4 [Cytotechnology, 
4, 173 (1990)] m&$>\7 ZtlZo ifiMM^^^^-^ffl^S^D^E- 
* — £x->/\>V— i:UT(i. SV40©Mrn^— ^ — i:^>^\>-»t— [J. B 
iochem., 101, 1307 (1987)] N fD-- tefam^J ;i/^CDLTR :/P^e— 
^ — h^W^^— [Biochem. Biophys. Res. Comun., 149, 960 (1987)] N 
45cfct>*^^D^U >H ^CD^D^-^- [Cell, 41, 479 (1985)] 
>-9— [Cell, 33, 717 (1983)] m&$>tf ZtlZo 

fcffl^Sd 5*p\ b hfbin^^^^-cD^OU^-T^. SftM 

^bns^cD^r-^v^A^cDb hittiifommm^? *-<Dj;mm^^ [j. 

Immunol. Methods, 167, 271 (1994)] 0 

( 2 ) fc V)&K<Dmty<Dm&<DW&£.TfVL%:zi— K "T S cDNAO^tff 

b hJiW©!^©*^ ^^b h VEGFgigffcFlt-l^y ^ p— ;h 

MA{£<DW& i t>*VL£ ^ - K <T & cDNAfcmT© <fc ? (3 UTffcff-T S o 
tab hVEGF^^Flt-l^y^D-^^^^^^-^^jjg, 0ij;tfcJ:. 
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fc VmY^mit-mi^m^^ 7V K-^l<fc *)mRNA£*ii|£liU cDNASri^ 
t5o £rfi&bfccDNA£ N 77-^5^77; r*&£©^** — £#AU 
cDNA^T? U-*f^«"T* 0 i7^77'J-J:^ t h^<Dl!l^©Jri#:> 

(3) thi^^^Wi^^-Oii 

HUH32 ( 1 ) -Cfll&Lfct hYbtftfr^SSffl^^^-Ot h tfiifrOCH* «t mi 

•ScDNA^cJfA Us b b^^fcftfclggl^* — ^iitSCi:^ §5« 0>J 
**^#:2ggiffl^*-<Dt b^ifc©CH:i3 £t>TL£n- FtSIfe? 
CD±Mfc:&e>frD#>t: h^(Dlb^©JrL#:©VH*5 < tt>*VL^=i— h*-r&cDNA£^ 

hfcfc h^(D»©^#:c73V^^i3- K^ScDNA^TIBC^S^DNA 
BB»*aWft**-r £ cfc -5 l3DNA^Jc^fflV^TM3t-r 

(4) t hixftcomwicDifmcDcm wmnnfe 

^£3<H©ffl«#8tf£«i« (CDE) fr^fifcoT^a [^>-^>^>X- 
^D^^VX- ^-y- J AS a is -fill - -f>^UXh (Sequences of Protein 
s of Immunological Interest) , US Dept. Health and Human Services, 199 
1] o ^LT=8-CDR msmM&P] (CDR IB^'J) fciU WSUDififcaV mi&(D7 S 

h (Sequences of Proteins of Immunological Interest) , US Dept. He 
alth and Human Services, 1991, HIT. r ^>— ^>^>X- ^D^>f>X- 
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( 5 ) b hMCDR &mm*<Dvm&&^- h •rzcwkvffim 

#lx.fcJu Protein Data Bank fc:e»£ftTl^£fc h Jrt^© V^^ODFR© T ^ y 

K J WlWM^- K-T ^DNAIE^Ji: glft<E>b M^^CDl/j^CD^OV^CDCDR 

IiI?iJ£=J- h*t-SDNAI2^J>&iSst-rSo CDR^*t$A#:pI^^itfE^^^1-§ 
tf) £ mm b £:DNAU?!J £f# S «> (z fcfc N £DNAI2?!J &*^—T2>£olz &miz 
OOT^#©^!a)NA£i!g§hU /£*l*>£ffl^T# U * 7— t£ • ^i<Y >-U? 
^:>3> (Polymerase Chain Reaction ; WTn PCR^lgt") &?fOo PCR-e©^ 
^^^i^^qrtiJ&DNA <DM.gfrt>&miz-D^X, £?£b<fciu 6«)-£ 

^<E>J&^iB?!J£ifc£U @#J©b hMCDR#M*ri<*:©=&mcDV^CD7'^y^I2 
^J>£^-K-r^cDNA^«f^^^ H^f#-r5o ^lOOJ&Scfc ^)&££• 

^!ja)NA£flH^'r-fe>;*x 7>3-iz>X£t)lZ±®m&-&m^ ^tl^^T-—*) 

>t?s get/CD b bgycDR &mm&(D&m<DvmM<D7 ^;mm 

( 6 ) b h mcvmw.tfn&<z>vmm<v7 * ; mmmitm. 

b hMM^TOtefctglftcDb hl^Offij^ia^CDV^^CDR©^* b h 

m^(Dv^oFRp^tc N mmiz&n\stzi*tt-?:i±, zvmmtbtcDt 

m^)(Dijii$-CD^mztt^Xi&T ltb^OutWf,tit^5 [Bio/Technolo 
gy, 9, 266 (1991)] o ^T-b b#i/ft<DV ^i$©FR©:P * y ^1E?!J<5D? *k il. 
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mtum t<D^izm-^vxh^T ^ j mmm. cdr© ? ^ j mm& t mmm & 
m&%£-rz>7^ smmmzk tot v\>xft<Dm®<DtKmzfimznz>T ; 

^-£fflV>Tiiuf3 2 (5) izmmcDPCmftodhizX D^T-#5o PCR^ 
^ y«iB5!l*3— H-rScDNA^^$?r-5^ ^ bT2|£Pg©PCR£*T 

-So 

< 7 ) t h^cDR mm.m>i£&m'<?*-(Dmm 

BU8B2 ( 1 )<£>t hfbifittlBSffl'***— ©fc h^fc©CH&t>'CL£:3- Kf5 
3lfE^©±^i3, buHB 2 ( 5 )*3 it* 2 (6 )T-S5tf# Ifekh ^CDR*£*tin;#:©V 
H^t>'VL>&3- -5 cDNA^ A U t h^CDR^ttiJi^^^ ^— 
Sih^ftSo fll;t«s t h^CDR^ttta^CDVHStmcDT^y^iB^J^ri- 
K^ScDNA^a^^Sfe^^PCRCDl^^S'^^ctt^a' *Sg(D^DNA(D^(C 

( 8 ) t h^b^©-^ ( h ^ >^3i > h ) fttt&zvm&mm 
&mm<Dt vittK&<Dft&*^m\izmm-?z>tzzbiz, hub32 o> ©th 
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^*-fc£^l«fte>©3fc^^-£C0S-7« (ATCC CRL1651) C#Alt 
b Mbtftifc©— iifilggl [Methods in Nucleic Acids Res., CRC Press, p.28 
3, 1991] £frt\ ^ ©r£*4 «t?>^^^?5o 

C0S-7,«&^©$gg|^*-©#Ai££bTyu DEAE- r^h7>S [Met 
hods in Nucleic Acids Res., CRC Press, p. 283, 1991] ^ 1 J 7 jl 3 > 
m [Proc. Natl. Acad. Sci. USA, 84, 7413 (1987) ] mtt&tf £ft£o 

*<#9-(Dm\&s JM±?»+©t tfciAfcvmmtmmi (5) tztmco 
mmftmmfem (elisa&o mz£*)m%.irzzh&-e%z 0 
(9) t Yiktiifon&fe ftm&&wm&wm 

buS3 2 (3) ©b hM^^7ta^^^^-*j e tt^HufB2 (7)©bh§yc 
11^2-257891, Cytotechnology, 3, 133 (1990) } mftfolfbtl&o 

-a- & c: ^ § 5 ?g £«r- ^nte, ^ s * m t * £ d £ z> o 

#ijx.fc^ x"^^SP2/0-Agl4,« (ATCC CRL1581) x x"^XP3X63-Ag8.653 « 

(ATCC CRL1580) N KP^^ilTn^?!^ (W^ DHFRitfc^£;fa-f ) 
^fflbfeCHO « [Proc. Natl. Acad. Sci., 77, 4216 (1980) ] x ^ v rY 
B2/3HL.P2.G11.16Ag.20^|jS (ATCC CRL1662. klTx YB2/0 WMh^) mtPtb 

^?*-<DmAm, tb<tffi<b&&feizgEm-r2>MmmWiMi±, #^¥2-25 

78mzfflm$tlT^&Jimzm\ G418:fc«fcOTCS ^^tfRPMI1640^teJ;»3 

i&%£mwmgv2>z£ti s X'g2> 0 mmmtpcDt b^^comm^mmi (5) 

lzmm<D7)mte¥iz& D«£-T3o ^fe. iSS^il #|{i¥2-25789Kci{0 

£ ±# £ Hi- -5 £ £ #T- 1 £ o 

thWlt ff^«sm4*©Jg«±^«fc^rp^^>A £^A£ffl^T)iiM 
-T^d^^-e^S [T>^^X (Antibodies) , A Laboratory Manual, C 
oldSpring Harbor Laboratory, Chapter 8, 1988 ; J^Ts r T>^-^7 J ^Xj 
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^•sv^iirt^^i^cD^fittN ^'JT^u^i/r^ K^;i/«M?*i& (sds-pa 

GE) [Nature, 227, 680 (1970) ] *>t?x.X9 >7n v=r 4 (T>^ 
r-fX, Chapter 12, 1988) 3T£?»I£-r5o 

Flt-1 St Mb*nifctf>JIWiJi: UT^ #%^J(3J: DfftRStiSfc 
^^^Jh^T$)-5>KM2532, KM2550^ n fc hMCDRigte^teT-ifc 5KM8550, KM855 
U KM8552, KM8553, KM8554, KM85553I #&l:f £>*l3o 

±S3^© ns&mmz n - k -r £dna&^w b & r ^ x 5. h a bfcxai 

S£bT&> 0!l;Lfcf. t hM**5>#tifc£ooTfciu KM2532t7^Ht|qI^^DNA 
£*-r5XJi§®XLl-Bhie MRF' /KM1732HA2 (FEEM BP-6354) . KM2532©L^rI^ 
M^DNA^*-TS^M@XL1-Blue MRF' /KM1732L2-1 (FERM BP-6352) N KM2550 
mm^mmM&^-r Z>*mmXLl-U\ie MRFVKM1750H2-1 (FERM BP-6353) 
i5<trjfKM2550c3DLiiqI^^DNA^W-rSXJ^aXLl-Blue MRF' /KM1750L3-1 (FE 
RM BP-6355) f£¥tP$>l~ft>tlZ> 0 

MhbTtts mtf* \i hmcdmmijim^^x^ kmssso, kmsssi&^k 

M8554<DHtfipT^^D N A^*-T-S^:llffiDH5a/pHKM1750HV0(FERM BP-6719). 
KM8552. KM8553& &Z?m8555<D\maI&Mt&D N A^WT€>^MDH5a/pHKMl 
750HV3 (FERM BP-6720) „ KM8550:fc J; 1^^8552©^ qJ^MM DNA^tS^; 
M® (FERM BP-6716) x KM8551*5 &vm8553<Dim^&ffit&D N A^ t 5X1 
M (FERM BP-6717) . KM8554:fc<fc7jfKM8555<DLtgRl^*£D N A^St SXfliM 

(FERM BP-6718) ££'#&W , &nSo 
3 . &fc*%mZ.mi£<Dft *Wf$S' ( 2 ) 

(1) ifcteWrtf-Fatk Fab\ F(ab' 

bra. h »;^>«:if*fttf sciitft^So 

mfiM rVEGFgmmt-lir£#©Fab N Fab* fcS^fcfcFUb' ) 2 *=i— F 
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ifcfccfcO«a$* N FaK Fab'&£WiF(ab' ) 2 £Mjg-f SCI £#T»££o 

LfcFabs Fab\ F(ab' ) 2 <D#^ffifcfcs *'J7^'J/l/7^ h*f>lMn$km (SDS-P 
AGE) [Nature, 227, 680 (1970) ] >7u yr4 (T>^*' 

t^X, Chapter 12, 1988) mT®\fe?2> 0 

M^LfeFab, Fab\ F(ab' ) 2 (D£Ljfo&, 3=fc N Fab N Fab\ F(ab' ) 2 ©VEGF(3^r 
iT £Pi^rSf4©$J^BuB31 (4) £t3«B©#&fc£t;: < fc Di^TSCi:^ 

(2) trCt hVEGF^^Flt-l-^^©^^ 

iiuf3 2 (2) s 2 (5) *5cfct>*2 (6) (3H3fB<Dt YVX9V<DmVa(D%i&$>2> 
Ofcfct h^CDR ^^©VHj3«fct>*VL^n— h'-f £cDNA£— *i»trii*:^ffl^ 

CDR ^*HrC#:<DVH*Jj:t>"VL^i]- h"T ^cDNA^^^^T* # •S&GD-e&n 

#!x.fc£s pAGE107 [Cytotechnology, 3, 133 (1990)] , pAGE103 [J. Bioche 
■.,101, 1307 (1987)] , pHSG274 [Gene, 27, 223(1984) ] . pKCR [Proc. N 
atl. Acad. Sci., USA, 78, 1527 (1981)]. pSGl/3d2-4 [Cytotechnology, 4, 
173 (1990)] mif^tlSo -*miK<£&ftm£ J &2>fzl£>CDm3E£VX&, 

M1R£nfc$&Mm'<7*—iz s VH-P-VL&3^y:VL-P-VH(PJi^:r^KiJ 

) K-r^cDNA^ji^o^rD^E— , >>^> 

K©T^i3^A-T^Ch^<t (9s gfi^(D— ^^^3- K-T^cDNA 

— K-rScDNAfcfcs VH£:3 — h*"T ScDNAhVL^n- K1-£cDNA 
££s ^{c^^^JIS^tD^IB^^W-r-S^^ K <J >#-£3- 
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fctfSg-Cs #J£i£Pantolianoe>£J; »9^;*ft;fe£© [Biochemistry, 30, 10 
117 (1991)] fe^^^^n^E&^Ufc^^^ffllNSit^T^^o 
(3) trtt hVEGF^fltflt-l^;!/^ K^^btrC^f^Si^S 

ScDNAfeS^ttt hMCDR#^ir[i*:(DTO<i:rjcVL^3- K-T^cDNAtf^ft^ti 

2 (5) ©pcr ^fflv^fe^M#X^j:i3fT^c:^*5-e#So 

A 1" s c £ id «fc ^ * ;i/ ^ -< K ^^<bm^HH^^-< 9 * - & «fc ^ ;i/ 7 -r 

pAGE107 [Cytotechnology, 3, 133 (1990)], pAGE103 [J. Biochem., 
101 , 1307(1987)] s pHSG274 [Gene, 27, 223 (1984)] N pKCR [Proc. Natl. 
Acad. Sci., 78, 1527 (1981) ] , pSGl/?d2-4 [Cytotechnology, 4, 173 (1 
990)] m&&tft>tl2> 0 Y&fei^fc&T&f&Zlt&tztblZi/T.fr? 
4 KS^bJrtteL Wi98gL"<Z9— ^^XJV^)^y ^ Y&ftfittm mZ&M^Z 

(.4) ^a^o^43«fctfrS^M 

huIB (1) ~ (3) T?«ai*nfetnii*:»rM-|B3S^^^-x -*mtnrffc#g3g^ 

-fbfctifcL 11^31^ hutfU-Z/3>m [^¥2-257891, Cyto 

technology, 3, 133 (1990)] «<Z)£&£J: D?i±»^#A-r€)C: fc£<fc *K 

29 



WO 00/79275 



PCT/JPOO/03957 



*0tJi^s ^*;i/:7^ Kgc5£Ybin;#H life 5 ^tt^7-f K^^b^LtlcD 
«®HIiR* «fc tmsati^fticDtfelRrSffl^t)* 3 £ £ iz <fc o «gT £ <r i: 

mar* mmftsm^z*—, -*mtfa& vw?* Y^^ttam 
^j^^^n ^(DnmzmMs.^* v >??t^7L, wvfamz 

cfc!3litl.C^^t*^ &\<^&M?u^hy^7 4—&2>\,^3:'7'Jl<MM* 
5 £ i: «fc •) j&ifc-f & So 

mm£tifc~%Lmtfi{£&. mmi u) tzfcm&jy&mtz&bmfc-rzzt. 

&#*m&\sfc(D*>, &&*mTZmm^£m<mtt [refolding m*\ Mole 
cular Immunology, 32, 249 (1995)] iz <fc D -f K^^fiK^^fc^, 

#T-££o K^^btfL^(Dr£^BuH31 (4) fciB*B©;£^fc:«fc 

4. |g^laiW)f^»^as 

KftfcSjUSei^te^tfel^m [Anticanc 
er Research, 11, 2003 (1991) ; Nature Medicine, 3, 350 (1996)] BB*4© 
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^ate^X^WtUe^^-e-fc^^ttx mittXtt [Proceeding of Nation 
al Academy of Science USA, 93, 974 (1996); Proceeding of National Acad 
emy of Science USA, 93, 7826 (1996)]IB^O!)^^oT^-rSC t&T* 
£5o mtt<&fHr^M&<b¥m£&&£*tz&&mt&. MZ-l**ffi CSc 
ience, 261, 212 (1993) ] g3«6©^^oT^M^SCl £t?T'% So 

twcm^m^m^t^m^^^^m^mmt. marxiK [Antibody i 

mmunoconjugates and Radiopharmaceuticals, 3, 60 (1990); Anticancer Res 
earch, 11, 2003 (1991)] tm<DJ5mzQt-oXft%kirZZ h#T-#3o 

4 h*^>, h^>>, Bmtet') x fS^cD^l^^^^MMS^^a 

it-i ^Tf3i3?£ii^ § ct o i3 N ^L^mzmta £ & tt^s-r z>xm&& tfztiZo 

ti}tfc(iSIt?»^i:bt(^ mttirtf*^ &m&mmb& (EL ISA) s »1 

(ria) x ftmmm&m. ftmmmm&mtez&ftmm 

±mzm[sfrmmfti5zmfem. i^tM^ELisA & im?n->m,i$.m&c? 
m%m^^^>^^y ^ vt. 1987^) . m^it^mmmms & 

^iJfel/Cfc^&N [Monoclonal Antibodies: Principles and practice, 
Third edition (Academic Press, 1996), u->m£mMc? - 3.7)1 (M 

m&vjx->^j7 << 1987) ] mizmm$nfziim*m^Tftoz£ft 

#Cte£SJi&£-y\ • -f V^^T^T'^— h (FITC) $>£l^fcJ: 
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¥f) (is Jcffi. [Monoclonal Antibodies: Principles and practice, Third ed 
ition (Academic Press, 1996), #^ n->#btt§IS^-^T;i/ (ggiimiM 
^y=r^y << , 1987) ] mzmmgtltaJ5&&m^Tl7 5 Zt&T*% £o 

ft&&m$it&& (el isa) #$£bfc. mm&z^&^&mm&s mm>% 
i^i**(DMm&. MMi&m±m, ^m. m*. m&Kziz, *L§gwr*m 

mM&z^te^cDmfrm, mm^m±m, s&m. m*. m.7ks wtmte¥iz s # 
h (fitc) tez&nftvms ^;M-=^>y— t?> v*?->ti:£(D&mm^&n 

[Ahtibodies-A Laboratory Manual, Cold Spring Harbor Laboratory, 1988] "C^-jSf 
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6 . f^-^D7 T-^C:|I|#-r S3glS©^m43 ct7Jf^®T^ 
ADCC, CDC^£Dtr[#:©3i7 1^7* — rSI4^^UTVEGF^#:Flt-l^«^®{3 

i: & mux- & & 5 *p\ mi%te.Mm¥&) m& £ n -s — :> & 3 ^ & ^ nw±©s 

£ & tf £ C 7>* X £ 5 o 

s#^hbTJix mmffls ijy-tmu w*k mwtk ^n«^m ?i#k 
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mm &iJi]*ms T^mitmm * & & # ;i/ # >m^<Dt§.fc &m i > x mm $ n 5 0 
$>2>^&femmizm^2>cL£&X'gz 0 

2>lAm±. fc hVEGFcDFlt-W2^£Pl*-r§ 0 -f&to*>s Flt-lgB'J>^ 

%&omm(D&mMt^xm^2>zt&x%2>o &mvti&&ti,xi±, m&m 

WiftZMfeTZfimZ, ^ [Blood, 87, 3336 (1996)] iB^CD#*£^£fi£o 
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mCD97tn;<*:*5 «fc OTtCDl lbfltifc £ (DRfo&&ffiM b tz&m £ ^ t o 

fg3®fciu Ml lEI©M©y— bCD#^{COVATs 7 0-^ h^<— £<fc»5 

iaCD97inl&:fc £ OTtCDl lc Jaft: £ ©S/i&t^ S tfta* Lt^^^To 
mm&. m 1 El©].©^— h©b h >J W^t^t-m#::fc < £7J^CD34m 

ffc^©S/i&t4£*&a*bfc^l££^7ro 

©S/fot££*&S}bfc^Jg'£^-ro 
lf!8[2fc):s $g7EI©L©y— h©t h 'J >M^^^CD97m^*J:t>*in;CD34Jn#: 

£ ©sjfett & tft§* b fc mm £ m T o 

©^— H±i££:l<£. LO^-M±'JW^too 

^10S©M©y— h©b h#^t^CD97^43 c fct>*fiiCD34iri^i: 
©SJfct4£tfe»tbfci6Sat&^'ro 
^120{i, ^10HI©M©^- b©b h#Ifcfcmt-lffifl^J;tmCD34ifc#fc 

©sjfett &tfci* b ^ & ^ -r o 

^13®{i. t b W©^^(3^^^VEGF^ t tt>mFlt-ltn;i*:©^^^^b 

^14EI^ KpBS1732H©?i/$X@£^b£:EIT-;fc£o 
f|15Elfci\ 7^*^ KpBS1732L©3t^X^^^bfe0T-*>^o 
tgl60f±, 7*7^5 KpKANTEX1732H©^]$Xg£^b£®T-&&o 
$gl7Elfcfc, T^*^ KpKANTEX1732©jgfi£x@£^bfc0T*fc£o 
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fgl8l2I&. 73XX KpBS1750HcD3ij$X;g£^bfcH-e&£o 

mimte, 73xx h*pBsi750L©^xa^^bfcmT*§o 

W,Zm\±, 73 XX h*pKANTEX1750H©^X@^^LfelHT*fe?>o 
W&\m&, 73XX KpKANTEX1750CDji^Xig^^UfelIIT**>So 
^22EIBu MMbfcirit hVEGF^g&Flt-lt hM^^ifi&KM2532:fc<fc7jqf 
M2550CDSDS-PAGE (4~~15%1T3 Ott(»»/t^->^l 
fc0T-&£o v-;*?-, U - > 2 #31^&f£T T- ©KM25 32, u 

— >3ASji7U^TT-OKM2550, b — >4#i^H^ U— >5##Jl7t;^ 

^TT-©KM2532, P->6^#^^TT?«DKM2550©^S&>'^->>£^n^n 

^23Hii. Mb^t NVEGFg^Flt-lh 5? lfi#:KM2532:fc <fcOT 

M2550<D^}gt£fc hVEGF^&ffcFlt-l 7Ni:tD^MfJ-:^^LfcElT$>-5o (A) 
&7l/-hlzWM£-&2>Bl®Vtt hVEGF^#:Flt-l 7N©^jg£-£ (1/zg/m 
1) 03 U W5t hM^^^^M^^b^-a-fe^CD^T'^^o J^Ufi 

ttwjs^t hVEGF^^Fit-i THtam&m^ mm±t hm^A^mmm 

$€tl^to A#KM2532, OfrTM2550(D?£tt fc^n^n^-To (B) fctT" 
U-h^^^-fr^Rl^t. hVEGF^ftFlt-l r M(Dmm& 7 £to£-&, 

(10//g/ml) <Dt h^=3p^7tn;i*:©^fStt*aa^Ufe^-C&So ^«At± 
nl^t4t hVE6FS«<tflt-l 7Nfc©*£^rSte N EtiftilfcfcTU- h qj 
JSttfc hVEGF^gWlt-1 7N©»fi**nJpn^-r« A#KM2532, O#KM2550 

Sg24Kfcfc N ^SgbfcJfit: hVEGFg^ifcFlt-1 b hi^ 3mmM253Z#£TfK 
M2550(3<tSb hVEGFhfc hVEGF^^Flt-lCD^piSrStt^^U^ET"^ 
So 0#KM1732, □ #1011750, ##KM2532, mmM25S0<Dffi&*?tl?tlm?o 

mzsmit, 73xx FpmmzHwcD&mjim&mvtzm-efoZo 

mzm^s 73 XX KphKM1750HV0O^X#^^bfcElT-$)So 
mZ7m&, 73 XX h*phm732LV0(73^J$X*I£^bfcl2T-&5o 
fg28l2&, 73X X h*phKM175OLVO(IV)©jg^X#.$:^bfe0T-^So 
^29H{i N r^^^ KpKANTEX1732HV0CD^X@^^Ufel2I-e$)-So 
|g3O0fct N 73XX KpKANTEX1732HV0LV0CDjt^xa<£^bfcEIT*$)So 
^310{i N KpKANTEX1750HV0LV0(IV)^^bfelHT-^So 
183208:. fcib hVEGF^^Flt-l^y ^D-^-;i/in;#:KM1732, KM1750, *5<t 
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tffit: hVEGF^&ttFlt-lfc hM**^fiteKH2532, KM2550cD N nj?gt£t t>VEG 
F^^^rj^CDSI^T'feaFlt-l 7N, Flt-1 3N. Flt-1 2N. Flt-1 7N.K2 

mzm&. fit hVEGF^#Flt-lt f^**5>fi#:KM2532. KM2550<£>rI?&& 
t bVm&®i&&£V<Z(Dmmi&-C$>2>nt-l 7N. Flt-1 3N. Flt-1 2N. Flt- 
1 7N.K2*5ct7>*KDR 7N<73^Jg^#^4^ J g^&{COV^T^S^^^'J^T♦^it b 

^34EI(is RTig&t: hVEGFS^O^«M#^^^iaS:^-ro 
fg350fcL KphKM1750LV0 (I)<D&j$X;@£;^bfclI!T-ifc3o 

^360(i. 7*^^= b*pKANTEX1750HV0LV0 (I)fDjt6£X^^^bfcElT-$.So 
^370{±x HphKM1750HV3CDBJ^xe^^bfeIl|-e^>?.o 
fg38l3fcju 7*^^^ KphKM1750LV4cDjt^XS^^bfel2|-e$)§o 
m39g)(^ ^^^^ KpKANTEX1750HV3LV0 (I)(D^/?£xa£^b£:EIT-&£o 
£§40KlfcJu 7^7^ KpKANTEX1750HV3LV0 (IV)©jtfigX®^^bfel2IT$>So 
HI410&. 7^7;- KpKANTEX1750HV0LV4©^X^^^bfeEl-Cfe§o 
^420fciu 7*^7 5; KpKANTEX1750HV3LV4©jtfilcXW^^bfellIT*fe2>o 
H43^tt. fit hVEGF^#:Flt-lt hM** ^iKmM2550&£Zft h^CDR 
#»fi#:KM855(k KM855K KM8552, KM8553 S KM8554, KM8555<2SDS-PAGE (4~1 

5%y^t;^>hf)i<%<&m) ©mm^i&^*->£^b£0-e&3o u— >i 

M8969, l^ — >3£J:r_M 2 &KM2550. U — > 4 £ 1 3 &KM8550, U — >5 
*5J:t>*14(iKM855K l/->6;fc £7>*15J±KM8552, l/->7& £rjq6t±KM8553. U 
— >8i5J;r>*17(iKM8554, l/->9*5J;tri 8(iKM8555^^fo 

ff§440« N fit hVEGFg^fltflt-lt hS^ ^fi&KM2550;fc<fct>'t h^CDR 
i&tefi#:KM855(k KM8551. KM8552, KM8553. KM8554. KM8555© RTMit hVEGF 
&&mit-l 7Nh©^rSt4^^bfeElT$)So 

KI450&, fit hVEGFg^ifcFlt-lt ^*^fiifcKM2550;fcJ:r_>*t hMCDR 
^<flfi-*KM8550 N KM8551. KM8552. KM8553. KM8554. KM8555CD Rjigt* t hVEGF 

^^mm^mit-i 7N, nt-i 3N. Fit-i 2n, Fit-i 7n.k2 s kdr mt^m 

-^•rSti*^bfeE|-e$)So 
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m46m&. *7bb hVEGF^gfltflt-lb ^inrf*KM255043 £l5fc h^CDR 

^^^8550, KM855K KM8552, KM8553, KM8554, KM8555fc J; 5 h h VEGF t 

Sg47U«U fcib hVEGF^S^Flt-lt h ^trCte*? J: WDR^Ifi^OH 
«Rr^«©^^^KIE?!l*^bfciaT?&So EI^s KM1750mousei:^ KM175 

ommoi^mmT^ smn&m, kmi75ohvo^(±, mmomrnvj^mmftocdiL 

£fc A7-^CSAbTM^JxS7^ y^ffi^ KM1750HV3£fcJ: N K 

M1750HV0(7)7 L/— A<7 — ?<D7 5. SfflSM*— OT1750mouse<DT * yUCI 

|g48SH±x tab r VEGF3$<*Flt-lfc hS*^ 7tft#*<fcVCDllgP«[tft#©L 
fcW&fR^T^Kffl^Jfc^U&IIITfcSo 0>K KM750mouse£fciu KM175 

DR£t h:7l^ — Ay—PlzmAls-zmmZtlZT^ymm&L KM1750LV4£fcU 
KM1750LV0( I )<D7 U— A -7 — ^CDT ^ J ^I2?!J£ — gPKM1750mouse<DT ^ y Wt 

»J 1 irtb bFlt-l^ey ^ D-^;i/irt^©b h*«jfli#3»t:*f-rafiliB«t 
t bmmzM-fZtfit hFlt^y ^n— ^;i4Jft£KM1730 (W098/22616) ©S 

H#*#ttU triCDllbtn;f*: N iaCDllcttft43«t 0^0097^ [Leukocyte Typi 
ng VI: Kishimoto et al., Garland Publishing (1997)] £(D%.Jfo&%mmis 

CD11K CDllc*5«tt>*CD97(i. f«±C^SLt^S [Leukocyte Typing VI : 
Kishimoto et al., Garland Publishing (1997)] 0 

[The Journal of Immunology, 147, 2251 (1991)] BBt£©Ficoll/Paqu 

mztm'fr&muisfcio mmmum^ns (137 mM na.ci&&m.7 m kci& 
^9.6 mMu >mmmm pH7.4) t-^#^x o.u^t^:/^ > mr^ bsa 

^HB-TS : *>^v*£«) £^tfPBS (WT> 0. l%BSA-PBShH3"r £) fc^jfiKbi* 
i±feo.^^3xl0 6 fli>fel2x75mm**^^^i — ^ (gttHB^fetSSO K0.1XBSA-P 
BS 300>wl(3^MbT^?$bx FITC (Fluorescein Isothiocyanate) Bs&tfiCd 
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97ifi{& (7 t — \ >S?oc>ttBD ^ PE (Phycoerythrin) ^sftJftCDllcfcilifc 

£Vi&tZ5tJfo£l£tz 0 &>bftffi bfc©*>£&#U 300>al©0.1%B 

SA-PBS£v?3tU 50{&##?bfcX r l/^rTt^>-APC (^hV^y^rV 

(C&#U 7D-^ h*-*— (Epics Elite : n-;i/^-tfcM) £ffl^T8¥ 
ItroyMW h^Afc^fo MT'^bfciiWsJ: 

T^^^^^tLT^-SCDllK CDllc*5J;t>*CD97 [Leukocyte Typing VI: K 
ishimoto et al., Garland Publishing (1997)] &±Tfc)&VtzZ # 

CD34&. m&&Mf&ftftn\sT\,^Z-?—3}—hVTmt>tiX^2> [Leukocyt 
eTyping VI: Kishimoto et al., Garland Publishing (1997)] 0 

injit-i^y >7u-±)\,m£. mnum&h<DELi&mz-D^xte, 

0 6 <!£12x75nnn>tfv;*^i-r (SMi^ttM) (30. 1%BSA-PBS 300/zlC:^ 
bT#&U infc hFlt-l^y ^D- ^;i/Jri^KM1730 lmg/ml£10/z im*., M 

ux-isfrmfrfog^tco ^^bfecD^^u 300^1 ©o.i%bsa 
-PBsc#5Sbs 5ofg#^bfePE^^^m^»>^igG (y^m) louiimz., 

&WlLT'l5ftm£iJfo£'&fzo Sii&^s ^^bfc©^^#U 300// 1 <D0. 1%B 
SA-PBS£??5iU PC5 (PE-Cy5(DB& ; PE : Phycoerythrin, Cy5 : MM) #J8b 
feJn;CD34fiT;fr 1 : ^>=3— ;i/*-*±§!0 10//liP^> ^rei 

5^S/i&^-&feo SI'l>#^b;fe©*>$:#U 7D-t-f h*-*- (E 

pics Elite : 3 — -*t§!0 £^TJli?-#r£*To fc c 
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m7ZQ&£zfmmfcfc<Dfcfo&%?n?ti7nvtco s<k ^*$i &cD34Ri£feF 
it-iBittttjia^ mm2&cmmmit-m&mms mm3mmmmit-m& 

£ to fc © £ *f U o V > T fcfc^ 4 OtaCD34in;#:i3 fcfcS/fo b & V > ^IriF 1 1- 

ltii^SJSTS^^.gX^^l^^tStofeo tot, i£^0*T-Flt-l 
^<fc&Jii^};:M^l$fC^jfo-r 5 d £ WE h £ & o fe„ 
#J£i:JrCFlt-l^ y £ n-^;u^^j;^CD97m^^®S^^J^T©cfc 

f30.1%BSA-PBS 300/zlM^bT#&U lmg/mim t hFlt-l^y ^ d— ±;vifi 

mnmo*iou urn*., 15 frmfcfog arte o &.m&. M't^m\^rc<Dt> 

#fc#U 300/zl(D0.1BSA-PBSt3yMU 50{g#$?bfcPE^f$^#i;v^Ig 

^ft^U 300/z lcD0.1%BSA-PBS(3.#iiU FITCfIf$b£iftCD97in#: (77- 

>lM^bfc©-fc>&#U 7D-^ h^-*— (Epics Elite ttSit) 

^6IH{cy- hMO^tz^-TStaFlt-l^y ^D-±;i/^KM1730 (W098/ 
22616) N mCD97^<DS^£^b£o 2 &mit-mfojo&wm.CM7tji 

T, CD97^^bT^S#^«±^^Flt-m#:^S/S^5^^«^^n 

fee 

^»J2 Jnlt hFlt-l^E y 7D-7-«0t hP^M«^J:th*^bb 
Iffljmtc^-rstitb hFlt-l^ey 7D- ^;i/£i<fcKM1730 (W098/22616) CDSJfr&£ 

j&mfr&frMi,, mmmmt(DZijfo&&m%£nx\,^facd34m l i& [Leukoc 

yte Typing VI: Kishimoto et al., Garland Publishing (1997)] s #J££© 
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SJfot4##B«£ftT^3iOT97fctte [Leukocyte Typing VI: Kishimoto et a 
1., Garland Publishing (1997)] N iWlt-lffittfc©£jfctt*JUTfc^-r^Je 

JCffi [Blood, 90, 4363 (1997)] fB^©Ficoll/Paque^Jg^ie^^^{3^V> s 

£PBS-e£$fc?#gL 0.1%BSA-PBStCrM<b^-frfc o #^3xl0 6 i@^12x75mm*f^ 
7,3-1.— -7 (gm&^ttM) C0.1%BSA-PBS 300/zlt;:^§bT#&U lmg/ml 
iftFlt-l^ey ^ o—^-;i/^#:KMl 730>&10// lJinx.. ^a7?15^SSJt&*-&feo 
K/&«. gifr#8lbfc©^i$fc#U 300/^1 ©O.lXBSA-PBSt^aiU 

-frfeo 5Sit^«fbfe©^^U 300/zlCD0.1%BSA-PBS^yMU PC 

5^HIJn;CD34mft: (*^*III : ^ • 3— ttSK) 33«fcOTITC«SI 

b£irtCD97tn;tt: (77-^>^x>|tg) ©^^lO^lAn*. M1?15^IH 
SJSB^-frfeo KJG&s m>OmftlZ&*)&c&V, 7D-^ h.*-* — (Epics 
Elite : 3-;i,*— */BvvC**r£frofco *©IS**i6 7Bk 

UT7PyMW h^A^to #^3»ra^tt±x MT?^bfe#^c*5«t 
rjrLT'^ bfc «; >^«#$*ns. tt#*(iLt^bfe U >/i3»ig^t^ 
L t? b fc U > MfcM^C y- h & W\ trtCD34Jn;^*5 J: t>*trtCD97}/i 
#:©^tt^^bfc^^^8EI^^bfeo L©li^ttifil^«v— £ — 
T&3CD34Pit3rt:ifc *K fro, #S£^— £ — T'&3CD97PIt$T-&3$Bfl&#99.4% 

(^3) ti5£A,i:-e;fcofco ikm&fflm<D^$Lnz>c[)3mftmmi±, 0.2% 

^HJ&b&frofco 

Lt^bfc V WUM#£>7'- h £a>W\ tn;CD34tft<*:. ^Flt-lin;^©S/i&t4 
%tftl*bfc«g*S^9EIfc:^bfeo LfDffii^(iifiir«Mx'-*-T*^SCD34 
HrtreatK fro. Flt-lPi^T*&3*fflIfafr98.6% (^£3) fr*«i:A,£T-&-Q 
fee Jfil*^«fflliao^*nSCD34BBtt«Blia«±0.2% (^1) h^m^fg^giJ^rT* 

tsti^^ c t3 (±inj 1 t-mm± s ^ u^^ofeo 

W_teD*SJIIfr£>. t hM^ifii<t DSIMbfeifii?«^TO^^tfCD34^Mia{c 
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m 8 mx'Tjk Ltzmn2m>mzfcj& u ificd97mmzs.m v&^mi&mm 

mi) [Blood, 93, 2525 (1999)] $2M<DJjmz'm^ — >?mtz 

.kDlHllRUfeo lfiIiRbfcCD34Ri^llS&30%FCS (Hyclone*±|g) £^tra-MEM 
i&Jfe (ICNBiochemicalsttM) CdMubs lxl0 4 *fflJ9S/2ml/6 'twill/- hiz 
taZkolzmz., ££>{3lL-3 [if&^jg200U/ml : Proceeding of National Acad 
emy of Scinece USA, 92, 2859 (1995)] N IL-6 [i^*§jg200U/ml : Blood, 91, 
187 (1998)] x M-CSF [^Jgl00ng/ml: Blood, 92, 118 (1998)] % GM-CSF 
[^M?20ng/ml : Proceeding of National Academy of Scinece USA, 92, 28 
59 (1995)] , Flt-3D#>h* (te«J&100ng/ml: R&D*±S!0 37°Cs C 

mm&fflm&MUV, PBS-e&#m. 0.1%BSA-PBSlc??jHb£^fco 042 bfc 
«3xl0 6 fli^l2x75mm^^X^i — ^ (sWm±H0 £0. 1%BSA-PBS 300// 
lClSUT^ttU lmg/mltfLFlt-l^ey ^D— ^-;i/Jfi;<«Q!1730*10// 
Sfi-ei5dlHfiJ«igf*feo fiJfo&x jS^«tUfeCD^J5t#U 300/ilCD0.1%B 

sA-PBSizvMu smtt&^itvmm^tn^&xigGiyzi&m ioaiap 

^ST15^P^M^&^*feo MJfogL S§^vfriStb;fc©*>ift#U 300/zlcDO. 
l%BSA-PBS(3r«U PC54ff§lbfc*nCD34iaffc (^*III : ^ v> • zi-fr 
# HH) 43«fcVFITCBI«Ufetn:CD97fitfr ( 77 — ^ > x. >£fcM) CD^?#£#1 

0//Wn^.. MTi5^siiB$-a-fco si&^s «i&#«bfc©^8fc#u 7d 

-tf-f h*-*- (Epics Elite : u-)\s*?-#M). £fflV>T##r&fTofco * 

mi o macdZ4m^mm^±m(DV--( tU'O&toZ-t&mvfefflmz^ 

31 1 0 mcDMlzf-^ h mCD34^^<t^CD97m^CDS/i&^$^ 
bfemil l^lC^bfco M(DH^ttJfli«[#JHHflav-*--e*SCD34Hrtt . 
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-lifti*:*»S<SJSS-ra«lflaJfefflt:^«t^ixfco l^n©iflH&laCD34Jfi#:©£ 
/&&&l3:^£fg»e>n&frofco CD97l^t4T-&£«£^bb*:*ffl 

flg^timFit-m^^ < s/iS-rsaiia^iitnLFit-im^iK Rfo-rzMffim 

bfcl^fc, #«(c^^Sfctrfflt-ltn;f*:A s Sli&-rSCl^N ^fcbfcWtefcJrC 

mmm 1 tnB*o*as^v^t ufAc^jflu: d j*ttsui*iiiJKbfc« 

#MfcM#£10%^J&JEJfil?S (FCS:JRH Biosciences^) , 

(wtSKasass) ^^tfRPMii64ot&jfe (B^mm^m) (wtio%fcs-rpm 

I1640tgJfthHB-r?>) £ 2 xl0 1 mm/10mUzte2>£olz : &m$-&fz o &*>frb 
tolO%FCS-RPMI1640J£m£50ml/jn;l 4 °C-e— W&W bfc -V - U (fg®»225cm 

2 ) (c±iacD#^#jir^^an^s 37°c, co 2 -r >dr^— tcT2i$i!fli§#u 

#>£PBS£50 mUlD*. < mitt 2 HMft !> >g bfco r U — r- (30. 

2%EDTA-Na, 5%FCS£^*fPBS£5 m\m^^.XZ0^m^ h U fcT^y 

h£ffl^Ttt*b£#S££lfllI&b£o #3**@JR^ 10%FCS-RPMI1640*gJteT 
3(nIift#U 0.5%FCS-RPMI1640^tfe>£AD^.lxl0 6 flg/mH3v?iS^-fr^o 

Neuro Probe 48-well microchemotaxis Chamber (NeuroProbett^) (DTMlz 
0.5%FCS-RPMIi§Jfe^25// l»bfeo £ ^izm^mmv^m^fcM hmtfexVE 
GF [Japanese Journal of Cancer Research, 88, 867 (1997)] ££t*ilgO. 4. 
12ng/Blfcfc3«fc'5lC«araU — ^©TJIfclfcfctrCt bFlt-l^E y * p-^b^K 
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M1732£*S«j& 1 ug/mUzte £ «fc O «iD bfco #^^{SMrSf±W©l^i4=i 
> r o )l/ ii LT&fMLP (N-Formyl-Met-Leu-Phe : S/^vttSl) 5nM£ffl^TJi 
(3^Jpbfeo ~FJ i ge>±l l Z7 j (5>um-pore size PVP(-) polycarbonate 

filter : Neuro Probed) £MU £ 4 <D±Miz, 0.5%FCS-R 
PMI1640^Jfe^Tlxl0 6 M/mlC#jiS$-a-fet h«^50>t/ l^DUfeo 37°C. C 

ufe«^Diff-Quik immm&m -em&vtzo ^mm^mmmzxio 
mi 3 m(D ct r> izwmmMzit^ mvt^ > h d— ;i/fmp 5nM& t h 

£#\ VEGY12TigMl^&mfe?zmm(Dfkm.78m<zmiinVtcio VEGF12ng/ml^ 

mmizmt hFit-i^ j >? p-±;i4*wii732£»-r a tm&nmmjigm 

W±©di:*^ VE6FtzJ:^{£?t^n^,t h#«CDj6^tt % i/tt hFlt-PEy 

###y 1 

1. tat rVEGF^<fcFlt-l x^^^y ^ p — K-f£cDNA(D# 

(1) tnlt hVEGFg^Flt-1 V^X^y ^D— ^l/tft^jg/N^^iJ K- 
^7>£©mRNA<E>EXf# 

-Y > If h D V jl >*±Sg©mRNAJtfim*- y h T$> SFast Track£ffll\ y h 
SftCffflliliittttots tat hVEGF§^Flt-l"x">^^y W-1-)\sVm 
KM1732££7jqM1750£j^Wy<; K— v (^ti^ftFERM BP-5698, FERM BP-57 
00)£D#1 xi0 8 «J:»9. ^ft^ftmRNA£ifef#bfc<> 

(2) JJtt hVEGF^fltflt-l x"^^y ^ D-:*-;MKft;£^\>f 7'J K- 

^®m^*5«fcr>*^$icDNA^-r 

##0|J1<D1 (1) T*^#bfcKM1732^d;t>*KM1750(>DinRNA©^-5//g c 
DNA Synthesis Kit (77;i/7i/7 ^Wtf^ttiSO &ffl\,\ 3ry blzWitt<D 

Gzmwi.wmzfti'DT, M^^EcoRi-Noti 7 try*— ^^f-rscDNA^^n^n 
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b0DcDNA»fM- ; & j en^n^j0.1//g|lllRbfc o &C3 N ^n^tl©^Jl.5kb©cDNA»f 
M-0.1//g*5j:TO1.0kb©cDNA»TM-0.1//gi:, Lambda ZAPII Vector (Lambda Z 
API I Vector £EcoR I T^DBf^ Calf Intestine Alkaline Phosphatase-eflftBl 
bfc*><D : X h7^i?->tt8) ©l>ug£T4 ligase3ifj?£ (SiittS) 11. 
5//1 t:*»U T4 DNA ligase (^ii£*±M) 175miSL&lmZ.X, 12°ClZT24 

^.mm<Do^4/ULl^m (tU+a?- • ^D — ^>^7 fg2J!£) fc^VV Gi 
gapack Gold Packaging Kit (X h^^^->4±M) ftttffll/T7A^7 7-S? 

tH£ot, Gigapack Gold Packaging Kit (X Y^PV— >tt») izHMCD^ 
a^XLl-Blue [Biotechniques, 5, 376 (1987) ] £f»£-trT, KM1732£cfc£>* 
KM1750©HilcDNA^ U — *5«t^L0cDNA^ >f 7^ U — bT^n^ftlW 
xl0 3 f@©7 t— D — >^mi#bfco 

(3) irtt hVEGF^^Flt-lv^X^ey ?n—j-)imfo£.m^'( 7V h*-T 
©Hll43J;t>'LlS*zJ- r*-TScDNA©*D— ^>£f 

(2) T^Mbfe^en^ncD^T-^^m^ (^u^a.^— • 

h D-fe;i/D— X7 >r £ffll^TECL direct nucleic acid labeling a 

nd detection systems AttffiD lzmtt(Dtizmmwmz'i£\,\ v^X 

m^7'j>©msi (wt^ mmtmzTz) ^-k-tscdna ch 

P&^XCylcDNA<D®TJt [Cell, 18, 559 (1979)] „ LMtev^xC atcDNA 
©WtM- [Cell, 22, 197 (1980)] ^7D-7i:bT?ni:^<^Lfc77- 
is?n — >ZmmVtzo Lambda ZAPII Vector (X h^*^— >4±©0 

izmtCD&mMWMtzQtiK 7 7-^^D->|7 , 7^^ KpBluescriptSK(-) 
«ftU g»«jK:KM17320ffiia*3-K-rScDNAS^tfilitfe^r^X^ KKM1 
732HA2;fc<fctHM1732<DLfS£:3 — KT-ScDNA^^«xr^ X ^ KKM1732L2- 
K KM1750©HH£=3— ScDNA^tf^x.T'^X 5. KKM1750H2-l:fc<fcOTI17 
50<DLg|£n — KI-ScDNASr^tf^^r^X ^ KKM1750L3-l£5tff bfeo lift 
Z_y"7X * KKM1732HA2£^-r3*J§§SXLl-Blue MRF' /KM1732HA2 , m&Z.T'^ 
KKM1732L2-l£*-r3*fl§@XLl-Blue MRF' /KM1732L2-1, iBB^r^* * 
K1750H2-l£*-r&*Ji§®XLl-Blue MRFVKM1750h^-l£cfctmft;L:^X ^ K 
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KM1750L3-1&W-T £*J1§MXL1-Blue MRF' /KM1750L3-1&WT S*JHS*fcfciu * 
tl-etiFERM BP-6354, FERM BP-6352. FERM BP-6353, FERM BP-6355£LTs ¥ 
fifc 1 0^5 R 1 4 HftH"CX3Rft«K^*X^X*fiE*SIF*3f (B*S^m 

(4) iftt hVEGF^^Fit-i ^d— i-)umk<DKm&&xnm% 

###J1©1 (3) "?M#£*ifc«-!n;k hVEGF^&Flt-l -^X^^D- 

S) ®^3£IB?!J£\ »£ftfc7"^;* * KCDO.l/zg £/8^TBigDye Terminator 
Cycle Sequencing Ready Reaction Kit (T7°^-f K /Wt^XrAXt 
Si) {C^r<DSft0J3*{C«£oTS/i&^ ABI PRISMTM377 (T7"^7 -f H /W^> 
^rAXfti) JzJ; U ^Lfeo ^Lfe^-n^ncDcDNA©^ 

BflaUtK KM1732*5J;^KM1750©H^CDV^ (WTx VH^IB-T^.) *5<fctfL 

M1732©Vh\ IB?!J#^ 2 J3KM17320VU 1B^#^ 3 (CKM1750OVH. 1B^J#^4{3 
KM1750£DVL©^ft^n©Jfg*IE?!J£. IB#J#^82{ZKM1732CDVH, IB?!l#-*§83icK 
M1732<7)VL, IB?'J#^84£KM1750<£>VH. I2^J#^-85^KM1750(DVLCD-?tl^no^ 

( 5 ) #Eb hVEGF^^Flt-l^^^^y ^ d— ^-;i/m^©H|i^«J;t^LM©C 
DRIB^iJCDlBl^ 

#%#I1<D1 (4) T-^Ufe=S-Jrtb h VEGF^i*Flt-l-x">^^ y ^ D-^- 

;u#c-ffc©vH:fc j: tm©?* ^ j mmn <£ t> . * nencDVH^ i ^vlcdcdrib^u 

5. 6i5J:t>'7{cKM1732£DVH£7)CDRK CDR2:fc<J;?J f CDR3, IS?<J#-*f8s 9*5<tt>* 
1 0 (3KM1732©VL©CDRK CDR2*cttfCDR3, IB^!J#-^ 1 K 1 2 1 3 £K 

M1750<Z)VH<DCDRK CDR2*3 t fct>'CDR3 > iB£U#-^ 1 4. 15feit>'l 6 J3KM1750 
<DVL<DCDR1 X CDR243J:^CDR3CO^tl-ettCDT^ y^iB^J^^-To 
2. irib hVEGF^Wlt-1 b YW.* * ^Wk<D%km. 
b hVEGFSS#Flt-lC*r-r S*fnrSf££*-r3tn;b hVEGF^^Flt-1 v-^ 
^D- ±;btit^KM173243J;^KM1750{Zfi^-r-2> N Ifib h VEGFg^ffcFlt- 
1 b hM^^^^KM253243«tt>*KM2550^J^T©J:-5CbT^bfeo 
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( 1 ) trCfc KVEGFg^fcFlt-lb hM** ^m&<D§m^>7 *-pKANTEX1732 

(omm 

W097/10354ic§3@©b Hb&H&ftmm* >^A#-fc y h^t? & — pKANTEX93 
*<t7>*###ij 1 (D im-£m£>nfe7^X $ Km732HA2iSJ;tHM1732L2-l£ffl 
l^Ttab hVEGF^fltflt-lb bm*r* ^m^O)%M^ pKANTEX1732£JM 

r^X* KpBluescript SK(-) (X Y^ZZs— >*±®Q <D3^g^l0mMh U^- 
(pH7.5) . lOmMJ^b^^^A&cfclFlmM DTTfr£& €>M»rtlO//l(cSn 

WLfcmWL*^? ; — ;i/i?bf?S:U 50mMb U^-M (pH7.5) , lOOmM ^At± h U 
<>A. 10mM^b-x'^^'>A, lmM DTT N 100//g/ml BSA:fc ££>*(). 01% h^-f h 

fcjfjnx. t37°ct-ip$p^s^^ -a-fc o d y ;i/m^»£T#iii 

U ^.gSkbOApal-NotlWrM-^^^gHlilXbfeo &fc: N h'KM1732HA2 
(D5ug%20mh VX-mm (PH7.9) n lOmMP^^^^A, 50tfmBm±> V t> 
A, lmM DTOitFlOO/zg/ml^jfa^;!/^ > (J^Tn BSA ^^13^-5.) fr£ 

U 50mMHJ;*-j&g? (pH7.5) N lOOmM ^b^" h U O A N lOmMJM:-^*^ 
As lmM DTTn 100^g/ml BSA£ £7>*0.01% h ^ -< b >X-100fr e> ft Ummo 

]&£-&fa 0 m&fom*7jSn—?.'f)\,m5i t famizTfrm^, $*j0.41kb<DNlaIV- 
NotI»fM-^^0.5/iglHliRbfeo mz, IE#J#-*§1 7. 1 8 {ci3*iC!)j»IS#J£: 

W-rs^DNA^^b (W^j — • Di;- ftig) „ #^dna©o.3 

//g-ro^l5//l<DMa7K^Jp^ N 65°CT-5^P^Ptabfeo ^M^^^(ZT3 
O^P^Ibfc^ 10f^»?^[500mM h (pH7.6) . lOOmM t^ifrW* 

i/^A. 50mM DTT]2//l£10mM ATP Z/ul\ £#0;t. MlCl03M£©T4 polynucleo 
tide kinase Sr»Px.T37°CT-30^S^^-i±, 5'«j£'J>&Hb 

bfco 

±IB"c?f#?)n}t:^-7^ 5. KpBluescript SK(-)&*<2>ApaI-NotI»rM-0. l//g 
* KKM1732HA2ffi*ONlaIV-NotI»rit0.1/zgh »J >&Hb£-/»A0.05// 
g^^fil0//l©^S^K{3iDX. N DNA ligation Kit Ver.2 (SiSjgttSlO 
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T&mmwmiz'&\,\ m^\^tz 0 ^(DXoiziyxm^titzm.m^r^x^ kdn 
mm^m^x^mmmsam (mmmtm) ^Mfeim mimiZTf^tz 

7?X* h'pBS1732H£f#fc 0 
mz s W097/10354^SB^<Dr^^^ h*phKM1259LV0CD3>tzg£50iiiM h y *-J£i? 
(PH7.5) . lOOmM Miti- h 'J »>A, 10inM^b^^>£ A N lmM DTTiJ £1510 
O^g/ml BSAfr^&^MilO^ Ileitis M(3lOWCD^M^EcoRI 

*±iO *j:OTjps^mspii c^mmm) ^m^xzrcxmmKm^^rzo m 

fcfom d -x 7 frmMM-Wilz XfrM U if$2 . 95kbGDEcoRI-Spl IBJrtt- %m2 
VgWufzo dHZ, y^XK KKM1732L2-lCD5/zg£i0mMh >J X-Mm (pH7.5) x 
lOOmM i£ftT^^>^A N lmM DTTfr ^^^MlO/zl^O;?.. MCClOiJMi© 
fWUMlMboII (MmffiM&M) *Mz.X37 0 CXimmiziJfo£ J &tzo mzifom*: 
— ;i/£fcJ$U 50mMhy^-^ (pH7.5) „ lOOmM J&Yb^ h U ^ A, lOmM 
^bv^^^A, lmM DTT^e>=&Si^ffi^lO//l^nx.s M{Cl03M£<D$ii|5gg# 

^EcoRi(s?@jgttM) *toz.x37°cximmzi}it>gvfzo m%.mm&7Xti-x 
tf)im%r*mizxfrm\s, m.s8kb<DMoii-EcoKmfr%m.5ug\B\ui<tzo & 
iz, mzm^i 9, 2 o^tm.^umm^mr^mmk^^ (w^j 

- •r^yn^-ttl) \ #^DNA<D0.3/zg-ro^l5/zl©Ma7KlC»n^.x 65°C 

xsftf&mmt^tzo mzLf&m*muizx30frmi&wisfz'&, lo&mffimsoom 

hVX-mM (pH7.6) , lOOmM ^Y^^«7A, 50mM DTT]2/zl£;10inM ATP 
2//l^S0^., S£10iN£©T4 polynucleotide kinase (^i@j£*±M) ^*P^T3 

±Mxmt>ntz7^XX h*phKM1259LV0ffi^©EcoRI-SplIiT>t0.1//g , 
X ^ KKM1732L2-l^*£DMboII-EcoRI»?it0.1^g*? t fet>*y >^b^DNA0.05// 
g ^^«10^1©MS7K^Anx.. DNA ligation Kit Ver.2 (^@j£*±S!0 £ffl<^ 

Ammzm^x^mmmam mmmmtm) $M^iu tgisHtz^u*: 

r^X^ h*pBS1732L£f#fc 0 
Jfefc* t h^btri<*:^ffl^^^— pKANTEX93t733//g^l0mMh U^-^ (pH7. 

5) x lomi&ib^tr^t/^Ajs&mm dTi-frztezmwmoui izm*:, mizi 
o#{4c7)^jis^Apai c^mmm) *mz.x37°cxim%i\£ijfo£&tz 0 m^m' 

?g^^^y-;i/^U 50mMh y ^-JgK (pH7.5) n lOOmM Jfi^fb^ h 'J «^A S 1 
OmMMb^^^^A. lmM DTT N 100/zg/ml BSA;fc«fct>'0.01% f^>fb>X-10 
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^]12.75kbcr>ApaI-NotI mfr*mjug®W. b£o ±f3T-f#^nfcr^^ 5. 

KpBS1732H©5Ag^l0mMh V X-ffiM (pH7.5 ) N lOmMJ^fbv^* A*5<fctf 

lmM mifrztezmwmojui &mi.m£iom&<Dfflmm&*wi&mm&&) 
&i)nz.T37°cTimm&jfo£i£feo m&.i&m*=.* s—frimv, somMhu^- 

mm (pH7.5) \ lOOmM V U^A. lOmMi&fb^^i'^A, lmM DTT „ 1 

00#g/ml BSAi5«tt>*0.01% r^>f h >X-1007>£>&3£IffiM10Al fcljfjn^ M£ 
10#(fl[©»JIRi?*NotI (SiBitttS) &in^.t37°CT*ll^P^^^-frfeo 
^^T^D-^^i/S^i&tT^ifflbs ^j0.46kbOApaI-NotirrM-^^J0.5/zg 

±IB-etf £ft£ b Mbiftttlgigiffi^ * -pKANTEX93&Jfc©ApaI-NotirrK-0. 
lAg^T^*^ KpBS1732HEl33fe©ApaI-NotI0ft/tO.l//g ££M10//1 ©MStK 
fcim*^ DNA ligation Kit Ver.2 (SrSigttM) £ffl^T^fflra«Jc^, 

m&Ltzo zcD&^tzvxmbtitzftmLPLy^x^ kdna ^^ffl^T^jp®D 
H5a« (mmmtm) zmnmrnv, mmizm^fry^x* k p kantexi73 

±mxmt>tlfc7'^xz KpKANTEX1732H©3>t/g £50mM h U X-J^ (p 
H7.5) . lOOmM h U >>A. lOmM^b-x'y^^^ A. lmM DTO,fc7jq00/zg 

/ml BSA^^^S^WlO/zliz^p^, MfclOJJMfr&f&JIEBtgfcEcoRr (^rBSStt 
SO &J;OTM@#ftiSplI (S?@5£*±SO ^□x.T37°CT*mF^S^^-fr^o 
J»£T#n — Z?)im%LfaW}lzxfrm\s, ^13.20kb<7}EcoRI-SplI®rtf- ; £:^l 
>agI5JlRbfco ±MXn^tltzy^^ X h*pBS1732L<D5>ug£50mM h *) X- 

mm (pH7.5) , lOOmM t&1t± h V «>A, KWflg^fcv^ £ A. lmM DTT is J; 
tHOO/zg/ml BSAfr^&S^ffir&lO/zllcJniU M(dlO#fe(D*lJ|®^EcoRI 
ffijg*t§S) *S<fcttf!iUI&g#5fSSplI (^igmtSD ^*P^T37°CT-1 B#lta£jifc<*-fr 
feo gE&J&*fc&7#D — ^^;i/«m?*i&lCT^i®U. ^0.39kb£>EcoRI-SplI»r 
K-£^0.5/zg[UifcU£o 
±H2T*t#^tifer^^^ KpKANTEX1732HS^©EcoRI-SplIWrM-0.1//g, 7*^ 
KpBS1732La3fe<73EcoRI-SplI»rn-0.1^g^^«10/zlCDisSa7k^Sox.. DNA 
ligation Kit Ver.2 (^mmtm) *fflt^TtefflBMMffc:^\ S*£bfco CI 

©<t^(cbT#?)ti^isix.r^x^ kdna mm*m^T*.mmm5a&i(mft 
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ffimUm) mnm^Vtc^ X = KpKANTEX1732£f§fc 0 

(2) hVEGFg^teFlt-l h ^#:<D3g^**-pKANTEX175 

W097/10354iCl3^<£> t h ibifiW.%Mm * >7 AJi-b v h * — pKANTEX93 
*><fct>*###ij 1 <DimT-mt>titz7^XK Km750H2-l&<fcOT11750L3-l£ffl 
VNTtrit hVEGF^&Flt-lt h m ^m&<D ^-pKANTEXl 750 £ 

7*^^^ KKM1750H2-l©5>tzg£33inMh U^-»» (pH7.9) . lOmMg^v^* 
v^A, 66mM^^*'J ^A&imOO/zg/ml BSA*^&3iSggrr£10,c/l{3j!jp;t s 
M(3lO#ttcD$iM^Alw26I (-i— T >^^> K7NM^i-5^XttM) &2ra* 
T37°Ct?lNfKK/i6$*feo iSM$x^y-^u 50mMh (p 
H7.5) , lOOmM Jfi-fb^- h >J<i?A N lOmMi&fb-x^*^ A, lmM DTT. 100^g/ml 
BSA*5«fct>'0.01% h^-f b>X-100^^^5Mffi?)£10 > al(CiPx., MtClOiJMft© 

D— ^^l/S^^tbfcT^BU $j0.41kb(7)Alw26I-NotI rrM"^^J0.5 >«g(fi|lR 
Ufco^^I2^J#^2 1, 2 2t3l3«4©^S12^J^^-r5^DNA^^b(^ 
7r^--f^yni;-|tlS) x #^j^NA©o.3/zgr^£i5/zi®«a*K:an 
65 a CT"5^P^SP^Ufeo MS/foM£^twT30#^gbfc^ lOfgiilft 
[500mMh VX-iMM (pH7.6) N lOOmM ^<fbx^**>^A N 50mM DTT]2//1 £10m 
M ATP 2#l£2jD;t s MC10#{4CDT4 polynucleotide kinase (SMitftiO £ 
iPxT37°Ct?30^P^Mii&^^ 5 f *JBS 'J >SMfci bfco 

##0|J1<D2 (1) T-f^ftfc:^;* KpBluescript SK(-)fi^CDApaI-No 
tlBftJtO.l^gi::^;* =• HKM1750H2-lS*cDAlw26I-NotI»fit0.1 > fzgi: U >^ 
fc&mmAO.OSjug^miQulOimMTklzMz.. DNA ligation Kit Ver.2 (M 

^18®{z^bfe^*^^ ^ h*pBS1750H£f#fc o 

&{;r N r^** h*KM1750L3-l©5//g £100mM h'J^-M (pH8.8) N 440mM 
^b^-h'J^A^ ^mM^b-ey^^^A, 14mM 2-^;i/*7" hai^ y — ;i/*?J;t>* 
200x/g/ml BSA^^^SMMlO/zKcSPx., Ml-10iN£©ftJI&g£fflMaeII 
U • v WW AttSO &APX.T50°CT-10§P^>KjJ&^-a-feo ^Si^f^^Ji^ 

y— ;i/tt^U 50mMhU^-^ (PH7.5) „ lOOmM ^b^h'J^A, lOmM^b 
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^^^^ imM vnfrbtezmmmoui iztu*., mziomiL<Dmm.mmt. 
cori (^.mmm) &ad^t37 o ct-ii^p^^^ i±tz 0 mfcjfom*7jsv—xy i 

Jbnnvtmizxftm U 38kb©MaeII-EcoRI0ft/t£^O. 5//gH)i& Lf Co mz s 
r^^D^-ttl) , #^DNA©0.3^g^o^l5Al©M@*(C»Px.. 65°CT'5 

X-t&m (pH7.6) N lOOmM ^-fb x^*^ A. 50mM DTT]2>ul hlOmM ATP 2/zl 
£#P;?.x MJ-10jg£i(DT4 polynucleotide kinase (^Sii4±M) >£Jp^.T37 0 C 
T-30^P^S^^-fr, 5' 5fc$gj£ U >m<tLfro 

###J 1GD2 (l)-?HWc7°7^5 KphKM1259LV0ffi*©EcoRI-SplI»rM- 
0.1,ug, 7"^^^ KKMlTSOLS-lS^^Maell-EcoRIKfM-O.lx/g^ct^U >^<fb-£- 
fiJoDNA 0.05//g$^aiO/zl©MM*(3jp^.. DNA ligation Kit Ver.2 (SMat 

r^^^ h*DNA^M^fflV^T^®DH5a» Mfelb, fill 

9miZ7jk\stz7^X^ KpBS1750L£f#£ o 

^{3 N ±H3T'f#^tifer^X ^ FpBS1750H©5,ug£10mMh U X-^(pH7.5). 
lumMJ&fb^^S^A^mniM DTT^^,^^i^ai^lO/znciPx. x MtlO^ffi 
©frJBEIg^Apal (^@i£*±i<0 *1mZT37°CT?mmZiJiLv£tto WLEtfomttx- 
;i/*±JS:U 50mMNU^-^ ( P H7.5) N lOOmM jfi<b± h U A, lOmfftg 
fbv^S/^A, ImMDTTs lOO^g/ml BSAiS <£.£>*(). 01% h>X-100fr£& 
S8ffiiftlO/zlfciin* x MfcilO#(fl[0*!llE»fjlNotI (^MBftM) ^JPxT37°C 

■eiWfMsjs6**fco ttKjfc*ft7 , jtfD— ^^i/mm^ca&^t^siu ^o.46k 

b©ApaI-NotI »TM-^^l0.5Ag HU&bfco 

KMTEX93fi*©ApaI-NotIKm).l,ag£:7^;* 5 h*pBSl750Hd33fcCDApaI^NotI»r 
M-0.lAg^^rglO>ul(^Ma7K{3jPx. N DNA ligation Kit Ver.2 

S HDNA»«*ffl^TAflBSDH5a«t (&&ftfflJfttC[) SUfeiUs ^20gltz 
^Lfe^^X ^ KpKANTEXl750H£f#fc o 

±HBT-ff ^n^^X ^ KpKANTEXl750Hc3D3/ig>£50]nMh U^-jfiffi (p 
H7.5) „ lOOmM ^<b± h'J-7A s lftnHffifb"*' A, ImM DTT23 J^lOO^g 

/mi *skfrt>tzz>m.mmnu\\zmz-, mzi^^cDummmicou^mmtm.) 
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&7Xa— *V)\/m.mM.m\ZXfrm\s, m3.20kbcDEcoRI-SplI»rtf-£&Jl,ag 
H)J&L£o IMxn^fltz^^^X HpBS1750LcE>5,c/g:£:50inMh 

(pH7.5) N lOOmM i&<hi- h U^A, lOmM^b A N lmM DTOcfctHO 

fcJfom&TJSn-x'fJl'miz.vtmiZTfrmv, m39kb<DEcoRI-SplIB?rtt-£^ 

±tZT'mt>titz7'?X=L KpKANTEX1750HS^®EcoRI-SpII^rM-0.1>£/g % 

KpBSlTSOLS^OEcoRI-SplIirn-O.l^g^^MlO^lODMMTKtCjfjn^, DNA 
ligation Kit Ver.2 (^rSMttM) £ffl^T&ffll&BJ3#{;:t£iv jffiBbfco ZL 
(D^oiZVXm^tltzm^r^X^ KDNA ^r&£fflV>T*S§SDH5a;|*(ji># 
mmnm) fg21HI(C^L&rv;*5. KpKANTEX1750£f#fc o 

(3) pKANTEX1732*JcttFpKANTEX1750^ffl^fetn;b h VEGFg^#:Flt-l t h 
I^7»7-v b ^3ip-vYB2/0« (ATCC CRL1581) X<D%M 

YB2/0«^scDin;b h VEGFg^Flt-l t hm** ^Vmzm^t ^-pKANTE 
X1732*5J;t>pKANTEX1750©#Ai±^%e»©^{z^^ N $ hD^U-^a 
[Cytotechnology, 3, 133 (1990)] fCTf/ofco 
#^^J 1 CO 2 Jg ( 1 ) N ( 2 ) xn % tlfepKANTEX1732*J £ WANTEX17500D5 
jug £4xl06{@©YB2/(M^x#A^ 40ml©RPMI1640-FCS (10) igtfe [«iJ/a 
JfitffKFCS) £10% ^$fRPMI1640tgfl& (SzK^mtt^) ] £!»»U 96->^^v 
^D^>f^- TV— h (X^D>^M) {3200//l/^3i;i/-ro^Ufeo 5%C 
02^>*i^-*-|*lT-37*C, 24B#F^#^ ^ai^^^>>> (£*T, G418h 
^tia-T^K ^¥7*3^) ^0.5mg/ml(3^5J:^{3^jpbT^^^l~2M^i§# 
bfeo G418»t4^WT?)BMtem^©3p-— #mglU =i>7;i/a:> 

t)^tl±?t£|I]i&U ±M#©#Lfc hVEGFg^Flt-l b Ym* 

Rjj§t£t hVEGFg^ffcFlt-l 7Nfc^ Tanaka [Japanese Journal of 

Cancer Research, 88, 867 (1997)] £#£^1HS!£ Lfco 96«> ^)UDEUm7\/ — 
h j-—#.m.) £ s PBST^^Lfel/zg/mltDqT^t hVEGFg^Flt- 

1 7N^50//l/«>3i;b^aU4 o CT'-^MgUTP^^-a-feoPBST-25fe^sl% 
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BSASr^tfPBS (UT, l%BSA-PBS^g|§3-f S) £100 //l/^ ^l/flp^ £UT'l 

M^ra^t^sm^yo^bfco i%bsa-pbs&*£-^ jtmmm 
m<z>mm±.m%5<ijui/v ^frX'fr&is, ^uximm^nt^^tzo 0.05% twee 

n20£^&PBS (WT> (L05%tween-PBS£Sli3-r 3) T-ift*#^ UBSA-PBS(3-C3 
OOOfS^^L^^l/^-^ri/^-^^b hlgG m&(7* U*> 3 — 1/ y 
^**±S!0 ^50/zl/^i;i/T-*a^.T^S-ei B3F^/fo£-fc!\ 0.05% tween-PBS 

T>^nH7A] *50^1/'>i;bT-inx.T^fe^^ 0D415nm©nMJg£E 
max (^U + a7--r/W^>-XtS) £fflV>T$J^bfco 

^Rte«l«tt-3V^T. £M££±{f£ai&T% 0.5mg/ml G418:}3 J:t>*50nM* V h 

udp-b-h mT\ mtmttz. isy^ttm) &^tfRPMii64o-Fcs do) m 

Mlfc:SS»U 5%C0 Z ^>*^— 9 — rt-e37°a 1-25SH^*U 50nM MTXWte 

feBf^T-igllJi^^Jiib hVEGF^§#:Flt-lb 7tA<*aO»ttft±gB 

±mtmm(Di%mJ3mz£ D N £££MTX *Ijg£100nM. 200nMh±l:f-tfTi^ 0. 
5mg/ml G418*5J;t>-200iiM MTX£^tfRPMI1640-FCS (10) tgiteT-ig^RTfrefro, 
Jnb hVEGFg^fcFlt-lb h^** feo 
nfeff^^^^oi>T(i2|H]<D^#^i£t3 c tS^D-^>^^T> 
fcirib hVEGF^gfttflt-lb hM^^ ^Iftflc^j^'T S^S<E«l#Blliat*fc Ufeo 
^^^^-pKANTEX1732^«AUT»^nfeff^fe^Jia^ -T&fc*K irtb 
hVEGF^gffcFlt-l-v-^X^ey ^ D— ^mffcKM1732ffi3fctf)£n;b hVEGF^^F 
lt-lb hM**^m{*&&m+&J&&m&&<DMZ. bT&KM2532#&t;f £>*u 
^n^ltS^t rVEGF£g?#Flt-lb hi^ 5^f*:£KM2532£#£ bfco 

tab hVEGF^#:Flt-l^^^^y ^D-±;i/Jn;tt:KMl 750*^(7)^ b hVEGFg 

^#;Fit-ib ^tm^m-r^muw^<Dmii ur«:KM255o#&t:r 

£>*U ^tl^0-T?.iJtb hVEGFg^F lt-lb b^^tfiffc£KM2550i:ift£ 

\,tzom%ntz&Kmmmm>7 u-zs<D$i\i hVEGF^^Fit-ib vm.**^ 
m<£<D£mmzm5ug/io 6 mm/2mmx'$> o & 0 

(4) £[b hVEGF^gfltflt-l t ^^©m^iH/p^ccwBR 
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#%#"J 1 <D 2 ( 3 ) ftfcirtt hVEGF^gfltflt-l t hM** ^tm&M 

^KM2532^«tT>*KM2550^0.5ing/iDl G418:fcJ;7>*200nM MTX#TtfGITi&ife ( B 

nm) (zi~2xio 5 ^ma/mi tftzzoizmm^ m^v^xu (?=,j±- 

*±SS0 t-200ml-rotf5^(C^ibfe o 5%C0 2 -T >*i^-^-|*r£37 o a 5~7B 

Ald^JlrnKD^D-fe y :TA (/Wt7Dt-r»OT) £3£iHU lOmloOlM^ 
•j^>-0..15M NaCl (pH8.6) £ffl^Tlml/#©^MT-#^ A£i$fc#bfc 0 #fc& 
«x JilB^ct^iiMbfcirtfc hVEGFggWlt-lfc r^*^ 5^ffcKM2532:fc<fc 
r>'KM2550^^tfi^#±?i<&^tl^ni700mK 1800ml $70ml/8$©^T 7°u -fe ry 
^A^^ACillgbfco £££10ml<DlM^Ui'>-0.15M NaCl (pH8.6) fcfflt^T 
lml/#©#ti£-e$Jfeit b fe^x pH6, pH5£ £ t>*pH4©50mM^ ^ >^©j#g-4mlT- 
IS»<Jl3}5fc#U 50mM^i>^»^ (pH3.0) £7mliiigbTb b^^iri 
Mttlbfeo ififc rVEGF^g<£Flt-lt vfcft£KM2532;fccfc 

OTM2550#^n^*l0.4mg. 0.3mgf#£>*ifc o 

MMbfctrtfc rVEGF^gfltflt-lt hS*^ 5? tnrtfcKM2532£> £T>*KM2550fciu S 
DS-PAGE^T^tffbfco SDS-PAGE&&*n<D7a*£ [Anticancer Research, 12, 11 
21 (1992) ] iZfe^tzo ?)UZ\tt~~2Q%7^i/^>V>f)V (7 h-#M) 

w^Jf#^»-^-£- r^-j in (m-fb^Stt^) m 
7U*5J:t>*^3l7C^TT-l^ — >&fc9©* W^!M«£bT2.5/zg<D}/i;h hVE 
GF^teFlt-lt h^^^^m^KM2532^5J;rj:KM2550^^tl^n^lbU V 
^•J'J7>h^M:t^bfe 0 ^©iK^220tc^Ufco kMW 
^trC^KM2532*5cJ:OTM2550& N #ji^{^TT'tt^ft^l50^rD h >(3l 
gG(£>^> K#|g#>£>*u 3t7C^"fr-«^50^D^*;i/ r >£Hig©M> K# x m 
25^rD^;i/h>{3L il©^> r*#M,«)£>ft£o IgG^O^ii, >1^5fe#T-t?& 

Mtz^t Tte^n ^m^mm^ £ mm & *) mwL gnz #^gi 50 * n 

( 5 ) #Ct: hVEGF^gfttflt-lt ^tfiifccDt: hVEGFg^fcFlt-Kzft 

IfiMHirih hVEGFg^fltflt-lt h^** ^ ^KM2532^ J;OTI2550© t p VEG 
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qr^tifc hFlt-l 7N&Tanaka [Japanese Journal of Cancer Resea 

rch, 88, 867 (1997)] fcfl^WSLfco 

3: ?\ &Mft1&Mfe&. *m t * T 96 jl ;i/£7)E I A/8 7* 1/ — h iz mm £ * £ qT^tt 
b hFlt-l 7Nfi£H^U iJDtSh ^tfc^ittS*fb3-frTilfc& 
fStt*tftl«fbfeo 96^^;i/(DEIAffiru-h (y^>a—ttm IZ S PBST-#IR 
b£l^g/ml©nj^feb hVEGFg^<fcFlt-l 71^50^1/^ x^^ttU 4°CT* 
-HfeKiLTHRf^tfeo PBST8fc#^ l%BSA-PBS^100/zl/^i^p^ N g@ 
T-l l^raS*6$-e-TgioTV^MttS*rPy^Ufeo l%BSA-PBS*jtTs 0.1 
52 ~333ng/mlcDMMin;t hVEGFg^fcFlt-l b h^^r^ ^|fc#KM2532:fe«fclJfKM 
2550&50// l/^^;i/T-^±U M-emifflSJS^-B-fco 0.05%tween-PBST*&?f 

msA-?mzTmmiz%&Ltz^)i**isy-vmmmt MgG ^ 

^ ^-U^^^ttM)§50/zl/-i;^^T^PxT^T-l l$fiaEjfa£-*i\ 

0.05% tween-PBST'ifc^, ABTSaUM [2.2-7i^y^ (3-xfM>>^7 
V— ;i/-6-*;i/*>&) ^>^-t>A] S50>al/r>^;i/T^Px.T^^^ 0D4 
15nm<DqS^S^E max (^U^a^- • X*±§<0 £fflt^T$J;£b£:o 

-£<£>*SJil£fi§23 (A) 0(c^-r o J^h hVEGF^^Flt-1 b M^^7tH:K 
M2532. KM2550{±^2i^fe#fitl(zb hVEGFS^Flt-l 7N^^bfe 0 
#Cb hVEGFg^fcFlt-l b hgydr^^rA#:KM2532, KM2550©^rS|4tt{5«|5l 

ft£ N ^^«ij^^M^T96e7x;KDEiA my U— h £B2Ui nj$g 

£feb hFlt-l 7Nfi^^b^^Tb h^dr^^^o^rSta^g^bfeo 96* 
x;KZ)EIAffl7-U-h (V^4J— *t«l) fc, PBST-#fRbfc0.04~10,ug/iolGD 
°I^t4b hVEGFS^Flt-l 7NS50^1/^x;i/T-^ib,4°CT*-HfeMSbTB^ 
#^-B-feo PBSTi5fe^, l%BSA-PBSS100^1/e7^;^Q^ N igtmPIS^^ 
H*TBoT^SMtM£:/D^b*:o 1%BSA-PBS£J£T. 10//g/ml(DMM^b 
hVEGF^^Flt-lb hM^^^ifti*:KM253243J:t>*KM2550^50//l/->x;i/T*^ 
&U ^-eiO#P^M^^-B-feo 0.05%tween-PBS-ei5fe^ N 1%BSA-PBS£T300 
0fg{3#jjjRb£^;i/*3->^-- tfjffHyfit MgG mttC^ U*> Z3-Uy^ 
X*±S0 ^50Al/->x;i/T-*nxT^T-l^P^^^^ 0.05% tween-PBST-& 
ABTS^WM [2.2-T^V b* (3-az^-;^> v^T\/-;u-6-*;i,*>^) 
^>^-*A] *50/zl/e7x;i/T'iD^T^fe^-& N OD415nm©o#;ft^£E max(^E 
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*<D&m&m2Z (B) 0£^-r o tfib hVEGFg^#:Flt-lb ^J/WfcK 
M2532, KM2550tt7°b-h{cqS«^-a-fepJ^b h VEGF^gffcFlt-1 7NcDilJS(c 
«<#bfe^rSt4^^bfeo life* tat hVEGFg^fltflt-lb hS^r^7fi« 
M2532. KM2550cD$g^rrSt4iita«^T*feofe o 

tfib hVEGFg^ffcFlt-lb h^*y ^ifimzk £ b hVEGF^b hVEGF 

&U 7°lx— hHSSP©PVDFffil*«*'fbbfeo 7XT-^^ PBST0.2 >ug/mlGDi§ 
*fc*RUfeRT«ttt hVEGFg^Flt-1 7N£50,ul/^ i;i/T*#£ U 4°CT- 
iWIlTtf^tfeo PBST'&#^ l%BSA-PBS^50//l/»i7x;i/j!jpx. N gfifl 
I^KSJt&^*TSoTl^StStS**rPy^bfco PBST"^^, l%BSA-PBS?g 
r«T#^b0.004~2/zg/ml©^ljT;t bVEGF^fltflt-lb h^y^i/t#:KM2 
532 N KM2550*?J:rjv*)|iMtrLt hVEGFg^Flt-l^^^^y ^ P-^-;i/^KM17 
32, KM1750^50^1/r>x;UT^U 3ng/ml<2 125 I*j^b hVEGF (77 

-> + A#S0 *50^1/»>3i;i/-eJDi^M'ei.5KpraSjiE$#feo 0.05%tween-PB 
ST'ift^gL 50°C£T£:ii;i/£i&!lgl£-e\ 7-r^D^>>^-0 (^y*— Ftt«0 
$:30^1/H7zc;i/-eiax., Yv7i3^>Y V^vh— YftM) 4ffl^T> 

;b{3^b^ i25 nii^fc h-vEGF<Dfifes*TSix*«ij^ufeo z&mm&mumizTjk 
xzFMZtto&mi&m&ik&mzt bVEGF^b hVEG¥^mit-i<Di^^mm 

bfeo £tz. int hVEGF^^Flt-lt h^^^^KM253243<tt>*KM2550(i, 
tat hVEGF^gfltflt-l -T^^y ^D-^-;i/^KM1732*5 e t7JTKM1750i:pJ^ 
(Db h VEGF t. b hVEGF^ft:Flt-l©^Pfl^rStt^^U b hm** ^tftfttt 

v * ^ y ^ d — ^-;utn;<*:©fiH4 bx ^ 3 ci 1 7>*^ <* nfc 0 

(6) gtb hVEGF^fltflt-lb ^trt^O^-rS^b b—7<DMffi 

( 6 - 1 ) Rj?gt£b bVEGFg^ifcKDR 7N, nr?§ttb hVEGF^^y ^ * wt* 
MFlt-1 7N.K2©Sl«i 

Rj^ttb hVEGFggWCDR 7N, Rfigtxb b VEGF^ifc^-y 5? # Wly KFlt- 
nN.^fcTRDJ;? £ bTSStibfco 
( 6 - 2 ) RTJgtt b b VEGF^^KDR 7N|gg|^ ^ * — 
b hVEGF^^KDRO^^^^y^ K&ttfifcr £197 ^ >> &&7jc^#:© 
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Ri^t: hVEGF^^KDR 7N^^-r) u >ij-m&cD27 ^ y mmm&& 

"Bjm&t rVEGFgigffcKDR 7Nfcfc, qT^t h VEGFg^KDR<D«^^N 

h hVEGFS^#:KDR<D^ftcDNA^n— ScDNA^ D->BCMGS-neo-KDR [C 
ell Growth & Differentiation, 7, 213 (1996)] £EcoRI-e^D$T U KDR<DIU1J3S 
^**ftRVIK|g^««*3— K-r5^)2.8 kb©»rM-^pUC180EcoRIgP(4^m^ 
&tSZtlz&-oT, pUC-KDR£#Mbfco pUC-KDR£XhoIT-tjD»rU Klenow^S 
XbaIU>#- (i£?ij#^53) ^^Af^CttCtoTpUC-KDR-Xb^ftMb 
fee pUC-KDR-Xb£DXbaI-BamHI (2.3 kbp) #rtf-£pBluescriptII KS(+)CDXbaI/B 
amHIgBiLECjf AVtz'&. Sphl-BamHI (5.2kbp) WJtSMSU SnaBIgPlu^^ 
(I2?y#^54&t>*IE#J#-#55) £JfAU pBS-KDR-Xb-S£#Mb 

fee 

pBS-KDR-Xb-S£SnaBI/BamHI-£«J®f U »Jt3 K > fcNotlSMfcfc &^*f-&fiJc 'J 
>*— (IE?'J#^56&t>*IB?!j#-^57) £*B£*a&^ pBS-KDR(Xb)-S-N£ft§SI bfco 
pBS-KDR-Xb-S-NOXbal-Notl (2.3kb) Sr^^/^a o -W )lXffl.frWkZ.pm39 
3^** K©sKU^KU> (Polyhedrin) Mtel L <Dm^mife&(DTm.5' {PJjXba 
ISt>*3'ffliJNotIgPfiL(3ffl^^ qj^ttt hVEGF^ttKDR 7N$gg|^*-pVL 
-KDR-7N£tf^bfco 

(6-3) Ri^l4t hVEGF^gffc^y ^?>/*?nnt-i 7N.K2£83I^*— (73 

mm 

Rl^t4t: hVEGF^#:Flt-l©^^^-;i/@a^J^^N^^^750#g{Cffi^ 
-r^Rl^t hVEGFg^Flt-1 7Ngd?*k N»?>2SI©^Ay^nriJ 

y®a»e>&3 'J >#-(Gly-Ala,Gly-Thr)£:^bT> qT^t hVEGFg^ 

KDR©2#g©-r Ay ^ny; >t£gitf&£*B^-r£ N 95#@©^^ yft^p'e>i99 

y^dMt&bfc^y >/l^imt-l.K2£^£^3*:#>GD'^ 

t hflt-lcDNA [Oncogene, 5, 519 (1990)] ©EcoRI/Hindlll (1.9 kb) Wfn 
M13mpl<DEcoRI/HindIII{;:J¥AU pM13-f lt£fi^ bfco pM13-flt 

s^giXLiBiuet:^^^ ^mmma&tiL'mmmmmmxm** hMutanx 
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W(D?ra7;i/}:tot, *gH±$gck t> ssDNA£M bfeo *ssDNA^^h 
#Affl*>.y hMutanK (SiBitlSQ £«aga©fiMimJ3tt&g#Affl* 

afi?**^^^^ K ( P M13-flt'-D2N) Sff^Ufeo BCMGSneo-KDR 

[Cell Growth and Diff., 7, 213, (1996)] DNA lOng&mMt LTfflt\ IB^U 
#^59S^ia^J#^60t^Ufem*ie^J^W-rsr^>f -7— =g-10 pmok TaqDN 

S0UOOmlfc:2.5 unitscDTaqDNA^' »J ^ ^— U PCRSJfa£fTofcoSJftfci\ 
95°CT90#P^ N 50°C-e90«>P^ x 72 o C-e90#P^cD^^30IU^»3igb> itdUfcx 

NASfK-^llllRbfeo ^DNA^tf-£NarI/KpnIT™u 340bp<£>NarI/KpnIBJrtf £ 
f#fco MDNA^TM-^t>\ pM13-flt'-D2N©SmaI/NarI (0.5kb) KfK-^s pBluescr 
iptllcDSmal/Kpnl^fitzJipAU pBS-flt-1' -KDR2N£ftMb£o pBS-flt-l'-K 
DR2N©BamH/KpnI(0.8kb)m#\ pM13-f It' -D2N<DKpnI/MunI (80b) tfrtf\ &t>\ 
pVL-flt-lOMunl/Notl (1.5kb) Writ 4, pVL1393®BamHII/NotIM(3^A b N 
F lt-l.K2?t^ 451^5 =• HPVL-fkf£flMKUfco 

(6-4) g^Bat3«tSqI^b HVEGF^gffcKDR 7N:fc £ t>* pj?g£fe t hVEGF 
g^fc** ^ * >;^HFlt-l 7N.K2#gga£fr3 £ -f ;i/*©fls 

££ 

^i>M^aD^-;i/F7,^-^-^y h (^5S#-^PM-21001K) £ffl^T 

TMN-FIM >-fe & h jt^r-l t> 1± (7 T- K >i? x>tm) £T*g§ib£MEM 
J9£Sf9 (77- ^ >^:n>*±M) fcjitt^iD^-f ;^DNA i o 

H • D -f ;i/^DNA(BaculoGold baculovirus DNA). 7 t — ^ >px >*± 

%] £ «fc tWS£ U h ^ > X 7 t 7 $ -DNA& U # 7 x. P ^ > & iz T z§ A T 
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zzt im&mmmmm, 37, 2701 (1992)] iz^o. w^^id^.^ 

* £J^T© £ r> \z LTttM Lfeo 
(6-2 )T-f« UZr$gSi^ *-<Dl/*g^>|*^* p ^ ;i/^DNACD20ng^ 

l/fe*.(DaD^I?St'15^1Ufeo ~7jSf9 MBl xl0 6 ^£2ml©Sf900-II 

c^^3(Gibcom^] cssu mm5mi(DMmi%mm7^x3-yi?>s* 
iz2rcT~3arsi%m\.mfrmz.* < z^tsi%m±mz$t>izi.5mimtz 0 $ 

Sf9aj§&2xl0 7 ^£10ml©Sf900-II^£!«U 175cm 2 7^^u (^^_ 
£l&££T&£15ml©TMN-FfH>-tr^ r^-f »> A £±HB©#I^g|;t t> 4 )VX £ 

Sf9 «6xl0 6 f@^4ml<DSf 900-1 Iigi6£K»U «^60mmCD^flg^ffi7-^ 
&£±»£|S*£*rfefcSf900-IIigtt400^1 fcSf900-imJft7fl000«fc:*»?L 
m&m&TJJn-x ino-y^r-? . ;p#p-x(Agarplaque Agarose). 7 
#D-*7kigr££4ml COTMN-FH-Y >-tr ^ h ^ 5^ A£ig|n U 42°C£&SU 

U£A*U 27°CT*6BP^#bfe 0 ^r>i*-MC0.01% ^-h^Uy 

59 



WO 00/79275 



PCT/JPOO/03957 



(6-5)-SiuMiafc;fett£H*ttt hVEGFg^KDR 7N^ qT^b rVEGFgg 
fc**??>^?mnt-l 7N.K2©IB3K*J«tU f 5lt^ 

RT^fit hVEGF^gfltfDR 7N£cfcT>*Rj?&t£b b VEGF^g-ffcdM Wl^K 
Flt-1 7N.K2{iJ^T©J:a^UTt#feoHigh Five^fl^xlO^^mcm 2 ?^;^ 

(7^Ji-—tm) tip (D EX-CELLTM400tgife (JRH Bioscience^) 30mHC^?§ 
Us ^S-eiNfraiftfiU ^^XUfcf^^-li-feo (6-3):fc<£7J*(6-4)T-f#?>*lfe 
h ^ >X 7 t— ^ p — m&<Dm?*&%- *? 4 )l>7, x 10 8 PFU /mlcDitjg 

X-CELLTM400tgtfe30ml^^P^27°C^T3~4HP^#Ufco igil^TgL *SS£±?§ 
&(HliRUl,500xg-eiO^S38it^«%ff^±?i*fffeo 
oj^t hVEGF^^KDR 7Ntot^(t WT© «t"5 13 UTJRtMbfco 
50ml©DEAE-Sepharose CL-6B( Pharmacia Biotech*±S50£^b£#^ A# 
M<DAP{H0(c N 40ml©Heparin Sepharose CL-6B( Pharmacia Biotech#SK)£*iS 
%bfc*^A^mPffl!lC^S«fc^tCjl^J{3^bs 300ml CD 20mM<; >g£^ h U 
A^ffiffc(pH8)T'ifc#Ufco Rjig&b rVEGFg^fcKDR£^&i£#M40 

0-800ml£50~100ml/B#©^T-JI*gbfco Mfc. 300ml CT)20mMU >^ h 'J t> 
A*iar¥ft(pH8)-£i$fc#L;fe^ Heparin Sepharose CL-6B2f7 A©2*fc:400mlG90 
~1M NaCl/20mM>; h U A<gar*fcT»^«J&^ie£;frW\ n2&*§GH 

CD^m^rfTofeo ^m?#J±7ml-f-o#jljU ^^H^^^nsSQK^SDS-PAG 
EfcTflMffU qT^feb hVEGFg^ffcKDR 7 N£^fr#|g£60~80ml[HlKbfco 
Ie]iRbfcmMli^(i-b> h U7*U>yriO (:P^=J>*±i!0 fcmvCJMBU 

rVEGFggtfWDR 7N*»«ti:b-C4.8«l m&Mmm±815jug/mL mm 
(±70-80%) mtzo 

qT*St£b hVEGF^£MM v*>;^«Flt-l 7N.K2{CO^Tfc*. OT©«fc"5 

^5-A(C^j20mlcD^\/1 U >-t7 TP— ^CL-6B [7 7;i/?->7"/H 
(Pharmacia Biotech) ABftM] &3fcJ*U 100mlc7)20mM h U*-J£^(p 
H7.5) «»^Sffl^T0.5ml/^C!)«tailf*7A*^Ufeo ^tW4k, ±IB©«t 
^*CiSSibfcRr*ttb bVEGFg^fc*^* Wl^jfFlt-1 7N.K2£^tr*&# 
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mOOml%0.5ml/fr(Dffi i mT'^^ V > --fe y 7 D — XCL-6B ij ^ AlzMtg U£o 
££f3lO0ml<D20inMr U^-^(pH7.5)^ffl^T0.5ml/^©^T*iJfe^bfe 
^ MJ^I2#0M~1.5M<9NaC1^3 20inM h U X -^(pH7.5)fr 
200 mlaiJ&U ^ U >-•& y 7 D-^{ci®« bfcSfiSCCDi&mfcfT a ££tfc:8 

*m8c«KSDS-PAGE)fcT#*TU qJig&b hVEGF^gffcdM 7* Wt^RFlt- 
1 7N.K2£^&#®£50~~70ml!H|iKU -fe> h >J7I/y710 (7 ^ =1 >:j±S!Q £ 
ffl^TML£ 0 jgjggU qJ^b >VEGFg^#:3M^*>/^fCFlt-l 7N.K 
2S^tbT^n-etL5.8ml (®e»iett588>ug/«l, Mjg65-75%) f#£ 0 
(6-6)^b hVEGFg^Flt-1 b hM** ^tim<DmM?Z>=-V b-7(DM 
*f 

«t pVEGF££tffcFlt-l t h^^^^Jft<*SM2532*J:tnM2550©S^-r 

RHSttfc rVEGFg£f*Flt-l 7N (>>^;HS^JS^tf N^SgT' * J mfrt>75 
Omglzm^) „ Rl«b rVEGF^ffcFlt-l 3N (^^;Hfi^J^tfN*3g7' 
^gMp£338SBfc:*iMO , qfjgttfc hVEGFg^Flt-1 2N 0>^;HiJ#|£ 
£&N5fc^:F$ygtfre>223#Bfc*Bi!0 t±Tanaka£>©2j& [Japanese Journa 
1 of Cancer Research, 88, 867 (1997)] C^WSSLfco Rj?&t$b r^ffcK 
DR 7N (^>^;H23»J^*^^N^7'^y^e>738#afc^^) N 
b rVEGFg^fMM^W^KFlt-l 7N.K2(b NFlt-1 7H(DT^ J ^100-2 
04#S£>J>#-£tf-LTb hKDR£D^^y^95~199#B^^mbfc^)CD) fcfc 
(6-5) fc^^il[Lfe. ^icffllx^ql^t hVEGF^^MSI^CD^ 
^HKi^34H|{c^bfeo 

S1\ i#iJt&^$l^&£^Tinb hVEGFg^Flt-lT^^^Ey * D— 
Jn;frKM1732s KM1750* <fcTOCb rVEGFg##:Flt-l b ^^#:KM2532s K 

M2550cDMiS^^it^b*:o 96^7 i;i/CDEIAfflrp— h ft 80.(3 x P 

BST-#fRL£4,ug/ml©Flt-l 7N, Flt-1 3N N Flt-1 2N, Flt-1 7N.K2, KDR 7 
ti*?n?tl50ul/O ^JlT'fr&U 4 °CT*-flfeltfegbTiK*^-a-feo PBST-ft 
l%BSA-PBS^100^1/^7^;^n^> ^^lBm£/fc£^TBoT^ £r£ 
&m%7*ny?Ltzo 1%BSA-PBS£J£-^ 0. l//g/mlCD3jif MtrCb h VEGF^fttfl 
t-lx-^^^y ^D-^-;i/^KM1732*fettKM1750, *SVM± % SftMirib rVEG 
Fg^fcFlt-lb h^^^^trCf*:KM2532S^ii:KM2550^50^1/»>x;i/T^U 
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MUX*imF3fcJ&£-&tzo 0.05%tween-PBS-e^^, 1%BSA-PBS £T400{&£# 
RLfc^;i/**5/^— «W«tS^«>^ I gGmfo (^uttSO &S^fci:3000{g 

M) ^50^1/^^^T^nxT^T-l^P^Jg/^^-fr x 0.05% tween-PBST-^^s 
ABTSSK^ [2.2-7^;t^ (3-^^ ;l/ ^ > ^^ T y_ ;l/ _ 6 _ T 

>^E-^A] ^50//l/e7i;i/T-iP^.T^^^ 0D415nmCDq£#;jg£E max 

^0^^^32E)l3^-roirCfc hVEGFg^Flt-l-x^^y ^ D-^l/trCft: 
KM1732 N m750&<fcm/Lb hVEGF^g#:Flt-l b hSHM ^JntfttM2532x KM25 
50&FU-1 7N. Flt-1 3N, Flt-1 2N{3^b, Flt-1 7N.K2. KDR 7N£&*gi§rb 
ftfrofe, ^ot, tftb hVEGFg^Flt-lv^^^y ^n— ^;i/#rtfcKM1732 x 
KM175043ctt>*fci;b hVEGFg^Flt-1 b hS^ ^tr[^:KM2532. KM2550©^ 
t5xt^h-7(t b hFlt-lCDN^^^ y^A>6100~204#g*T-©M^ 

17N N Flt-1 3N, Flt-1 2N, Flt-1 7N.K2, KDR 7N«£-^iz U SllOtSh h 

h (y^-T ^-ttM) fc. PBS T-#IRb£4/zg/mlcDFlt-l 7N N Flt-1 3N, Fl 
t-12N. Flt-1 7N.K2s KDR 7N£^*i^ix50//l/e7 :x;i<T-#& U 4 °CT— HfcSfc 
IbtiSi^fifeo PBST-^Mx UBSA-PBS&100 /*/ »>3:;Hip^. x 
l$F^Jfo£^TBoTlN57S445££:/P y>7 Ufco 1%BSA-PBS£J£T. 0.0152 
~100ng/mlO)|i^mb h VEGFg^Flt-l b ^mteKM2532££fc};KM25 
50£50/zl/H7:n;i/T-#&U Ififl mmj*.JfoiS-&tzo 0.05%tween-PBST"?5t# 
W:. l%BSA-PBST3000^C#^bfe^;i/^-^r->^-^ia{mb h IgG tnfr (7* 

zi—uvtzftm) zsoui/t *K-?toz.Tmm.-cmjffiRfciF^ o. 

05% tween-PBST-ft#^ ABTSS!R$t [2.2-^y bX (3-.x*-;W<W*-7V 
— ;b-6-^;i/^>^) T>^E"«>A] ^50//l/^3i;i/T*iPx.T^fe^^ 0D415 
w<DW.?t&&E max (tl/^a^- • S'— X*±g£) £ffl^T$J;£b£:o 

*©*gm&Sg33ia (±12) IC^To ttt hVEGFgmmt-lb h^df^inrtfc 
KM2532. KM2550H:*n;*»m«c^fl«JCFlt-l 7N N Flt-1 3N. Flt-1 2N£*£-£U F 
lt-1 7N.K2. KDR 7N£fcJ:*£-£r L&fr fc 0 iab hVEGFg^ffcFlt-l b h 
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17N, Flt-l 3N, Flt-1 2N N Flt-1 7N.K2, KDR 7N«£&<fb«**T t rS!**7 
tii{£<Dm&ftf!£%mil>fzo 96e7^;K73EIA ffl7U- r (^>f ^-*±M) £s 
PBST'#«Rbfc0.041~10^g/ml©^ig&b hVEGF^#Flt-l 7N. Flt-1 3N, F 
lt-1 2N N Flt-1 7N.K2, KDR 7H&?tl?tl50ul/t x^ftb, 4"C 
ILTRSf^tfe. PBST'^^ lXBSA-PBS^lOO/zl/^i^imAx MTfllS 
^^ttioT^SSM^^Dy^Ufe,, l%BSA-PBS*ttTx 5 //g/ml 
©*li«#ib hVEGF^^Flt-1 b hS^r^7tftft:KM2532*fettKM2550**n^ 
H50// l/H^ U ^T*l R?IBS***fe. 0.05%tween-PBS T-&# 

^1%BSA-PBS l3T3000{gfc#^bfc^;M-^>^-- ifJUHMfi b MgG in;#:(T 
*'j#> n-l/^^ttH) ^50^1/H7x;i/T*D^T^T-l^SJ!&$^ 
0.05% tween-PBST-ft#gL ABTS3£H«[ [2.2-^^y fcTX (3-^;i/^W^ 
V~-;i/-6-*;i/*>i?) T>^E-^ A ] ^50/il/^^;UT-AP^T^fe^-fr, 0D4 
15nm©nibfe^£E max (^E l^a. ^- • *>-Xf±«D ^OtlSlto 

^©*£JH£Jg33® (TED IztfTo Jfib hVEGFg^Flt-l krS!*j*^ifi 
#KM2532, KM2550l±7°]s—hlzmM£-&fcvim&t b VEGFg^-frFlt-l 7N. Fl 
t-13N> Flt-1 2N©^g{z«c#Ufc^rS^^^U Flt-1 7N.K2 S KDR 7Nfcii 
£/ifrUfcfrofco tab hVEGFg3Ffmt-lt h^^F^ ^M#:KM2532, KM2 

3. inlb hVEGFg^fcFlt-l b h^CDR 

b HVEGFS^Flt-ltl^f-rSiflntS^^^-rStab rVEGF£§#Flt-l v^; 
X^y^D-^-;i/^#:KM1732 N KM1750i> iOTib hVEGF^^Flt-l b rS*^ 
^M&KM2532. KM2550h fsl^©rgf4^#-r?» iri b rVEGFgigifcFlt-lb r^CDR 
#Mtn;te£l^TCD «fc o K LTMii L£ 0 

( 1 ) .gfc*B©b h^CVHcDttillH^J^S^h-rstJib pVEGFg##:Flt-l 

b bmcdmmtfi^cDVH^zi- k-tscdnacdsi^ 

r£>fct [»->r>^X 7DT^f>X-t7"fAyD^- 
-T>^l/X h (Sequences of Proteins of Immunological Interest), US Dep 
t.Health and Human Services, 1991 x ULTmmi ^ «)©t!l^&b hi/CteeDV 
H^^©T^y^BE^J©^g|SIt4^^-tfr^;i/-7°l~lii(HSG I-III)fc#SU 

TJ/tb hVEGFSS»Flt-lb h^CDR |£«ifi#©VHCD 7* ^ y SiE5USI5tf-rs 
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y^SS^J^tat hVEGF^g#:Flt-l T^^^y 7 P— ^tniifcKM173243«fcrra 





HSGI 


HSGII 


HSGIII 


KM1732 


65.5 


51.7 


55.2 


KM1750 


67.8 


49.4 


54.0 



kmi732 s mmot&izy-yyjb—T'i tm i b$Bm l £&M\<^z. t& 
mcdmrniAfocDwcDT' =• y mmmmm u> ^ & ? s. y wtwm & ^ — k -r % c 

DNA£#'jy^ — bYi-V'JT^^aV^ (J^T. PCR&^iB-TS) &/Bl^ 

Jab hVEGFg^Flt-l^^^^Ey ^P— ^-;i/tri{*:KM1732cDVH{3fi*-r 
^t/tb hVEGFg^Flt-lb hMCDR ^M^fcCDVH£:3- £ cDNACDa^z 

(if7^^--^7yp^-^) o -^m^tc^DM^mmm^QAun 

XoIzZW/ulW dNTP (^gjtttM) x 0.5/zM M13primer RV (S®jt?±M) s 
0.5/zM M13primer M4 y '(^S^±M) * <fctF2.5iiMft©TaKaRa Ex Taq DNA #U 

1? (^©itttM) £^tflf£ilJg©Ex Taq£§«n& (^@j£*±1SD 
*D^.s 50yul©i£*ffiT*ai\ DNA17-— x';i/-b--T PJ480 3r> 

*±S0 fc-fey hU 94°Ct3T2^, 55°C^T2^P^ 72°C{CT2^^CDi^-r 7;i/ 
&301M 7;Ht&o£:o ^S^^rQIA quick PCR Purification Kit {*T*J 
^>ttM) ^ffl^T^<tO^»(z^v^SU 20>al©^®7KT*^Mx ^ffib 
fee ^t, ^e>nfc^tBr«^10mMh »;*-ig& (pH7.5) N lOmffl^bv^* 
A43«fctTlnM DTTipt>ftS«««[30//lt:ilD^x Hfc2qi|itt©fcJ|g§PJKApaI 
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OmMhU^-Jtg^ (pH7.5) N lOOmM Wdi- Y U >>A S lOmMJ&fl:^*:^ A. 1 
mM DTT, 100//g/ml BSA*5«tt>'0.01% h >X-100 2p*>& -MSirmO/zH;: 

tzo m&BWL*7i3u—^V)\,n%%M}fcTfrm^ ,m44kb©ApaI-NotI »t 
M-?r^J0.5//gIs]iRbfeo 

0%mi<D2 (1) -eft^ftfc;^;^ KpBluescript SK(-)S*CDApaI-No 
tI»fK-0.1//gi:±HBT*f#e)nfcPCR it'li»TM-©ApaI-NotI»Tn-0.1 > ag %±miO 
MlwnMTMzlmTL, DNA ligation Kit Ver.2 (^MigttM) ^ffl^TMBI 
^*£Lfco C© e t9tUTH?)*vfe|IM7'7X^ KDNA ^^ffl 
^T*fl§BDH5afl< (jg#^t*±M) £BK$&&Ufco 10<@©ffmfe&;M§®ct 

k*w«u ##^ji©i3S (4) izmmomkizfe-ox. m& 

Ufer^^^ KphKM1732HV0^lifeophKM1732HV0^^*n§Jn;b hVEGF^fltf 
lt-lb h^CDR &W.irifc<DW (WTs 1732HV0^ga"r 3) £>i&SU?!J£ia?!J# 

irC b h VEGF^teF 1 1- lT-^Xty^P- ^Ui/tifcKMl 750© VHfc & * T £ #C 
b hVEGFg^fltflt-lb h^CDR ^Min,#:©VH^n— K"T ScDNA©^^oVn 
Tfc*. SH^J#-^32~37©^*iB^J^W-r^6*(73^DNA (-tf-y^ - • J->7 J 

IS^J>£^- h'-rScDNA^^tf^^X^ KphKM1750HV0£f#.fco phKM1750HV0^^ 

^nsmb hVEGF^#:F lt-it vmxm>wm&vm my, 1750HV0 ^anB-r 

(2) gt*P©b h^ifc©VL©^lIB#J£^£^£3fib hVEGFg^Flt-1 
b h MCDR &W.m&<D VL S^-KfS cDNAOlftgl 

£^>.y h£&fM©ti^&b hm^VL^^cDT^ y^lE^joffipj^^^-y- 

^^;i/-n-iv (hsg i ~iv) iz^u &v77)\s—7-m^Pkmin*mfe 

Vtzo ^^T*. ^ne>^MIE^JS:*^hUTtn;b hVEGF^^Flt-lb h^CDR 

^'J*MiR-rSfcto^ N =§-^^^;i/— 7*CDb htrt^VLfDitjiia^jOFR©^^ J 
^lE^Jtfcib hVEGF^^Flt-l^^^-Ey ^ D-^-;uti ! i#:KM1732iJctrjfKM175 
0©VLOFR©T^yg?12^Ji:©P^<7)ffi|sIf4^-<fc (K§2g|) o 
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m 2 





HSGI 


HSGII 


HSGIII 


HSGIV 


KM1732 


66.2 


57.5 


62.5 


63.8 


KM1750 


68.8 


63.8 


68.8 


70.0 



yyyji-Ti ^^vf^y^^-^cD^mm^m^t^x^ hVEGF^ 

Strit hVEGF^gfttflt-lt: Ymm^Wm^m^zi— Kf^cDNA^^^o 

tt£2>£olz200utt dNTP C^mm&m s 0.5>uM M13primer RV (^Sata^) N 
0.5/zM M13primer M4 (^Wm#.m ^U^-SiNftCDTaKaRa Ex Taq DNA **U 
— t? (^@j£*±M) S^trmaft©Ex Taq*£ft& (SKEftttW) 50/zH;: 
fin*. 50^1(DiS?fi-rav>s DNAt>"— x^HM PJ480 :t;i/x>— 

ftlSf) {w-fey hU 94°C(3T2^, 55°C^T2^P^ N 72°C{;:T23f E g<7)1M Z )V 
ZZOV-J ZJlftte-otzo ^Sii&r^^QIA quick PCR Purification Kit (^7i^ 

ffit/ro #^nfe^tB^^50mMh 'J^-JfiK (pH7.5) „ lOOmM mt± h 

U^A, lOmMJ^fb^^^A, lmM DTOctWOO/zg/ml BSAfr £>&£IM?.&3 
0>ul ^n*, M{ClO#(4©$iJ[5S^mEcoRI (SMittt^) &£w®\m&mspu 

m,fa«)lZTfrmV, ^?0.39kb©EcoRI-SplI»TM- : g:^0.5 > c/g[pIltSlU/ro 

###11 CD 2 (l)T'Hf ) nfe7'7^^ KphKM1259LV0S*©EcoRI-SplI»rK- 
0.1yag^±|BT'f#^nfePCR^i)i^©EcoRI-Splimit0.lAg^^«10//l©M 
W&lZlMz., DNA ligation Kit Ver.2 (^MitttM) £flH>T&fflH&BJ#{;:#£ 
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k*»»u ^mi<Dim (4) tztmcDismtz'ft-oT, mm&m*& 

KphKM1732LV0£?#fc o phKM1732LV0{c^g;ft3^t: h VEGF^-fcFlt-1 1 h 

#t fc h VEGFS^Flt-l v -±;HJtf*:KM1750c7)VL(3 &&TZ>m 

t hVEGFg^fcFlt-lt: hMCDR #ffim#©VL£:3- K^ScDNAO^iCOO 

<T3cDNA£tir&^>U KphKM1750LVO(IV) £f§fc<> phKM1750LV0(IV){3^^tt 
Stiit: hVEGFS^ffcFlt-lt h^CDR ^M^OVL [J^Ts 1750LV0( IV) hStfB 

NA£^tf7^;^ KphKM1750LV0(I)^ffeophKM1750LV0(I){c^^tl.2)fiT;b hV 
EGFg^ttFlt-lfc h^CDR &mVifr(DVL [WT, 1750LV0( I) tmm?2>l <DM. 

(3) WmOM YVmcDV m&<D&Wmi\*m&h\stzm\L hVEGF^-frFl 

t-i b vmw&immcDmi^vz-oimwk 

W097/10354tCg3^© fc h ibiKfc%mm $ >7& ti^vY^ZZ — pKANTEX93 
& 1 © 3 ( 1 ) N ( 2 ) T-mbtitcifit h VEGFg^ffcFlt-l h bMC 

DR#ffiJfift©V^£=r — K-rScDNAS^tfT^X * h*phKM1732HV0 N phKM1732 
LVO, phKM1750HV(K phKM1750LV0( £t>*phKM1750LV0( IV)£m>T*n;t hVEG 

F^^Fit-i t vmw&m$m<D$m^>7 *-*utcd£ o \z ltjuh l£ 0 

£ Tstfi t h VEGFg^fcFl t-1 V e/^y^D -^-;i/tji;<*:KM1732t3 ft ^ 1- s m 
k hVEGF^^Flt-lt h^CDR#M^©^^^^-©^ (C o^TWT^ 

r^** KphKM1732HV0©5//g£10mMh »JJ*-«Hft (pH7.5) s lOmM^fb v;/* 
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i/t>Ajs£xjnm dmpbtezmmmoui tip*. miziomiLCDfflm&mkpaL 

U 50mM> VX-fflBt (pH7.5) , lOOmM mt± r 'J «^A, lOmM^bv^*^ 
A N ImM DTT, lOQugM- BSA*5J:r>*0.01% h^-T h >X-100*p£>&&&itjr&10 
vt/lfcjp*. !EfclOW..-«!llE»*NotI (StfgmtSQ »x.T37°CT-lR$P^ 
iJ&^-e-fco ^Sii&M<£r^D— x^;i/m^,^cSiJ{3T^®U ^0.44kb©ApaI-N 

KMTEX93*3fecDApaI-NotI®T)t0.1//g^±I2Tf#e)nfe7*^^ ^ KphKM1732HV0 
fi^^Apal-NotimM-O.l^g *±m.Wu\<DnMjklz1)\\z.s DNA ligation Kit 
Ver.2 (SMiltttM) *fflV>TffifflS4W«ic^v\ M^Lfeo iOi^tUf 

JMEifeU ^29mtc^Ufer^X^ KpKANTEX1732HV0^tffe o 

mz s m<otlfcy"^X* KpKANTEX1732HV0OD3>tig^50iiiM h U ^-JfiK(pH7.5) N 
lOOmM J^<b^- h >J r>A N 10mM^{b^^T^>»>A N lmM DTT& <fcm00/zg/ml BSA 

t>'W^s P n (^®m*±sio *ip^T37«CT?i«fBgfi^$-e-fco m&uBm^T 

tzo }kl^ y^X* KphKM1732LV0(7)5^g^50iiiMh iJX-ffl| (pH7.5) N lOOmM 
^bth'J^A> lOmM^b^^^^^A, lmM DTT*5<tmOO//g/ml BSAfr£& 

MlSplI &mX-T37°CT*mmRfogtto URJfcm&7#n — 

^y;i/m^l&tCT^]aU ^J0.39kbcDEcoRI-SplI»Tn- : &^J0.5//gIl|JKbfco 
±HBT-f§e»n^^^X^ h*pKANTEX1732HV0S5fe©EcoRI-SplI»rM-0.1 > (/g £: 
^ KphKM1732LV0fe^©EcoRI-Splirrit0.1/zg^±»10 > alcDMa7jc(z»n 
DNA ligation Kit Ver.2 (SMi) £^T{MM»lc^\ &g£ 
bfco ^©J:-5{3L/Tt#^n^:TO^^^^ KDNA *m#£ffll^T*Ji§®DH5 
atfc (^^«S»ttfii) «feiU ^30^{C^bfetafc h VEGF^gifcFlt-1 
h h ^CDR^jfitfcte©^-^ * -pKANTEX1732HV0LV0£f#fc o 
JrCt hVEGF^^Flt-lv^^^y ^D-^;i/^KM1750t3^r^in;t hV 

«©KJfc*frV** ^SHH^i^SeiHiC^UfeirCb hVEGFg!gi*:Flt-lb hMC 

68 



WO 00/79275 



PCT/JPOO/03957 



m&mtfii&Vifm^ t? * — pKANTEX1750HV0LVO( IV ) <fc 7>pKANTEX1750HV0LV0 
4. tnt hVEGF^^Flt-lb h^CDR^Ii^CDV^cDFROT^ yS?IE?'J©8? 
iftt hVEGFg^Flt-lx">^^y ^ D-^-;i/^KM173243 <fclHM1750©V8f 

j^cD=/>b-i— ^ — = d^Timm. ^ =r)^ & ct xf^mm 1 © 3 m -e mm htz^m\i 

hVEGF^gfltflt-lh hMCDR ^WmfcOW > t^-^-H&^^ 

^^£$1^ Jti<^-r^Ci:(3J: §St hVEGFg^ffcFlt-lt h^CDR 
^W^^V^^cDFROT'^ y^iS^iJil^Jrtb hVEGF^gteFlt-lv^^y ^ 

=&tr[b KVEGFg^Flt-lt h ^CDRf£M^fc©V^©FR© T ^ y SII2?iJ 
(C £ ^ T b h VEGF^^F 1 1-1 fc©^lllS^f^?,ni)7^y ^«CD& 

w*mfe-rz>zt*miistzo ^<om^ trtt hVEGF^gifcFit-ix^^y^ 

D-^^KM1732{zS*t- St-tt hVEGFg^#:Flt-l t h^CDR ^ttJa^tc: 

o^t{±. mz&^xm&m^mz%?M<DT * jmrnnnzmnT^-y, 27 

{4©^D^>> S 40fi£CD^^-> s 67&cD7;i/^- > x 69{4®^ > s 70-ju 

©>T VD^f>>X 82f£©^;i/^ =• 93&GDM U >GD{4Bfr\ VLfci^TSB 

-1^>> N 69{uCD^^/1v^>^ 70^CD7ai-;i/T^->£7)^S*st hVEGFg 

*fe> fcxt hVEGF^gfttflt-l Y^xty ^ d— ^JUjH^mmOlzm^T^ 
ftt hVEGFg^Flt-lt «CDR il^Co^tli, VH{343^TiE^S#8 
7{3g3«©^^ ;mMn<DZtiL(D>?)\sZ * > N 67{&©T;i/3r- > N 82{SCD^;i/^ 
^>^s 84t&<E>-fc V >. 95&©^D^>£>{igfr\ VL{ci5V>TiS^J#-^90fc:gB 

>n 59&<E>-tr U 69ii(73^^/l^^>^ N 70te©y ^-;iT^-ycoi\Lm.iP 
t hVEGFg^Flt-l^(D^tZj3^Ta^^^l!J^^feUT^-S t l^^#x. 
£>*lfco ±H3T-jZii^ feint hVEGF^gfltflt-lfc h^CDR 

mfco&m smmMcDtiLmiz-Di^T, m*.&* tAt hVEGFg^Fit-i-r^^ 
j z n - ± KVifocDm m -r z> & m ic b ^ m n -s ? x ; mm&^(D £ n 

oZtlZ&t)^ iJtt hVEGF^gffcFlt-lt hMCDR i&teirrtfc© t hVEGFg^<£F 

69 



WO 00/79275 



PCT/JPOO/03957 



ScDNACii 

EGFgSffcFlt-l fc h^CDR ^MtrC<*CDH||{CO^T(±. t bVEGF^gfltflt-1 
£ <D £ £ l> T S g & f£ IU £ HI tz b T H £ £ # £ & -h IB IZ Tjk b 5 o © T 3 
^iMon-SiS (82^©^^ 3. 84&<7j)-fe U >s 95{£(E>^D^>) 
O&I^Cilt'fe S ilf i f>n5©T\ mn5MzM,lii£ti2>ftJiL^& (82 

3: ^ £ ^ - h* "f 3 cDNA£PCR&£ffl I \T W~FCD £ 5 £ ttti b o" 

ia^'J#-^68~73CDJ^3iiH^J^WrS6*cD^DNA (it?^ — 'T^yD^ 

— HM) %m^X?Cmiz£ 0^0.39kbOMroI-ApaI»?M-^liIiRU^o 

7*^X3 KphKM1750HV0^$iIPS^ApaI*5cttKMroIT'^BE^ $)3.04kb©A 

pal-MroimK-^IDiRU. ±8BT-^?,nfePCRJii|@»TK-^^b, ?>nfc£flgl;i 

\m<D^nm^-xmm <t o #r ^ ^ ^ k *mm u 1 ® 1 n ( 4 ) i^ia 

ScDNA^^tf^37El^^bfe7°-7^3 KphKM1750HV3£f#fc o 

phKMi750HV3^^*n^fci;t hVEGF^i*:Fit-i t h mcdmm^coyn (&, 

T> 1750HV3i:^I3-rS) om*ia^J^S2^JS^74*5 J;r>*T 3 y l^ia^J^IB^J* 
-^91^^b/ro 

(2) FR(D7^ yiS3(tlfc2!{tSt h^CDR#*tJn:^©V L ^n- h*-f 5 
cDNACDfi 

Jftfc: hVEGF^&fltflt-l^X^y ^D-^;i/^KM1750tE63l5-rStn:b hV 
EGF^ifcFlt-lfc h^CDR.fm^©Lii£o^Tyu b hVEGF^<*:Flt-l 
^(D^{Cj5l^TaS^^Si^J&^febl:v^Si:%^^n5±H3(3^bfe6o© 

<DTXS^3?>m, 70£l(D7 ?l=.)IT^ — >) ®{4gd J KM1750LV0( I )(:: joOT 
(i^(-SS-e$)-S^#^.n?)©T% KM1750{3Bi±l^n^^^ (17{4©^;i/ 

AfibfcT^ ^IB^iJ £ - H -f 5 cDNA £ PCR& £ ffl T £ JiTF © <fc ? £ U 

IS^J#-^75^^)80(DmaiS^J^*-rS6*O^DNA (iT-y^^f — • r^o 
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iB^j^u- Kt-ScDNA^^$p7*7^ ^ KphKM1750LV4^f#fe o phKM1750LV4{^3 
^nSJrtb hVEGFS^Flt-lt h ^CDR^lgtrCffcCDVL 1750LV4fc^gB"r 
5 ) <DmM®!&\ ^1B^J##81*5 &ZF7XS mi&} ^iB?«J#-^92{C^ L o 

###| 1<D4 ( 3 ) -efi^nfctnlt h VEGF^fltflt-l t hMCDR^ffi^© 
V^^zi— K"T^> cDNA^^tr 7°^^^ h*phKM1750HV3, phKM1750LV4, 
m-mm 1 © 3 ( 1 ) N ( 2 ) £ ttfe * ^ KphKM1750HV0. phKM1750LV0 
(I). phKM1750LV0(IV)£ffll^Ts F R©7^ y bfc&^Mmt hVEGF 

^teFlt-lt h^CDR#1im^^^^^— fcoivtfci:. ###J1<E>3 (3) 
lZ^LfzJ5mhmffi(DfcJfoZ'iT\,\ 3§391k Sg40Ek ^4HH*5J:t>*^420l3^ 
U£&^«£t hVEGFg^Flt-lt hmCdmUtfti&CDmm^? ^-pKANTEXl 
750HV3LV0(I). pKANTEX1750HV3LV0( IV), pKANTEX1750HV0LV4s pKANTEX1750HV3 
LV4£fffc 0 

KM1750vj7^H|S. KM1750HV0. KM1750HV3O7' ^ J ffi'iB5«JS^47iat:^ Ufco 
KM1750ve7XLii. KM1750LV0OK KM1750LV(IVK KM1750LV4GD7- * y 
^480 £73* Life*, 

KpHKM1750HV0 £^T5*JliBDH5a/pHm750HV0 > £flg|;t 7 
KpHKM1750HV3 £*fT £*HMDH5a/pHKM1750HV3. HSl* $ h*p 

HKM1750LV0(I)^^|-rS^MXLl-Blue/pHKM1750LV0(I). Ml;L:7^*=; KpH 
KM1750LV0( IV) Stf £;M§®XLl-Blue/pHKM1750LVO(IVK W^k^^T, X Kp 
HKM1750LV4 ^WrS^MDH5a/pHKM1750LV4{i, ^n^tlFERM BP-6719. FE 
RM BP-6720, FERM BP-6716, FERM BP-6717 N FERM BP-6718£ Its ¥^11^5 
n 12Bf*«"CxUltSlffK^x^x*tt«W*W ( B*S2S«*o < jh 1 

5. hVEGF^^Flt-lt h^CDR^ffi^cDMattrSttM 

(1) pKANTEX1750HV0LV0(Ik pKANTEX1750HV0LV0( IV). pKANTEX1750HV3LV0 
( I K pKANTEX1750HV3LV0( IV) N pKANTEXl 750HV0LV4i5 X tFpKANTEXl 750HV3LV4 £ 
m^fcVit hVEGF^#:Flt-lt h mCVmWViteCD ^ y h S:tD— ^YB2/0*B 
m (ATCC CRL1581) -?<D$g5i 
YB2/0«^®mfc bVEGF^g<fcFlt-l fc h^CDR^Ig^fclgSi^ * -pKAN 
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TEX1750HV0LV0(Ik pKANTEX1750HV0LV0(IV) N pKANTEX1750HV3LV0(Ik pKANTEX 
1750HV3LV0( IVk pKANTEX1750HV0LV4*5ctrjv'pKANTEX1750HV3LV4cD#Att##^J 
1(D1 (1) izm\ Fd*1/-^3>$ [Cytotechnology, 3, 133 (1 

990)] ttfrofeo 

##^J1<D4I1 (3) Tf#£n£pKANTEX1750HV0LV0(Ik pKANTEX1750HV0LV 
0(IVk pKANTEX1750HV3LV0(Ik pKANTEX1750HV3LV0( IV). pKANTEX1750HV0LV4 
43<fct>*pKANTEX1750HV3LV4O^n^n5>ag^4xl0 6 fSCDYB2/0 Wm^M-X^ 40 
ml<DRPMI1640-FCS (10) tgifc [*M&JfcjlitiS(FCS) ^10%^tfRPMI1640i^Jft (B* 

(3200/zl/^ x;i/f-D^ftbfeo 5%C0 2 ^ >^ri^-^-f*|T'37 o a 24I£«g|i 
^ G418 (3r:/=3*±g!0 ^0.5mg/mH3^^J;atC^nbT$?)^l~251P H ^# 
U^o G418Wt4^*t-SBMi|£^<D=iD^"^m31b. =3>7;i/i> Mdfc 
ofe«>i;i/cfc t>i£^±*g£II]iKU ±^*©i/bt bVEGFg^ffcFlt-l h h^CD 

miK<t<Dm&&0mm i©2^(3)c^ u^^m^^j^^ «t ^ l£ q 

ig«±7S4 I £{fit: hVEGFg^teFlt-1 h hMCDRS^I^cDfS^^to^n 
^Kte^»{3■ov^Tii2IpI©^##^^cJ:^^D-^>^§ig■r. J/ilb hV 
EGF^ffcFlt-1 1 h^CDR^ffitii;#:^^0-rSJF^^*aiJ»i: bfeo 3*31^ 
* -pKANTEX1750HV0LV0( I k pKANTEX1750HV0LV0( IV k pKANTEXl 750HV3LV0 ( I k 
pKANTEX1750HV3LV0(IV) N pKANTEXl 75 0HV0LV4. pKANTEX1750HV3LV4^r^n^n# 
XVXn%tltzfcm$mm, irCt hVEGF^gftFlt-l^y ^D-^-;i/ 

mmmm^tk^ h vEGF^^Fit-i t hmcdmrnm^^m-r zmmm 

WmcDMt bT(it UTtt^tl-etiKMSSSO. KM8551. KM8552, KM8553. KM8554. 
KM8555^(f ^Jix ^n#£jg-r&in;t: hVEGFg^Flt-1 h h ^CDR^lti/L<fc 
§^tl^nKM8550s KM8551. KM8552. KM8553, KM8554, KM8555i:ift£ Ufco f# 

znfz&mnmmmmpa—>(Dmt hVEGF^^Fit-it hmcvmMm<&cD 

(2) tnib hVEGFg^fltflt-l t h^CDR^M*rLi*:cD^#±M^ecD)liM 

#%#y i © 5 ( i ) -emzntcifit hVEGF§^Fit-it hmcdmmtfn£& 

jg£fcKM8550 N KM8551, KM8552> KM8553, KM8554s KM8555£0.5mg/ml G418^^tf 
GITi&ifc (B^mnm) £l-2xl0 s TO/ml h ta 3 J; o izMM U 175cm 2 7^ 
^•3 (7^4 {3200ml -rott-5*{C^ibfeo 5%C0 2 ^>*a.-<-*- 

rtT-37°C, 5~7aP^#U Z3>^;^> ht3^ofc^T*#tg«±fi^Jl.l 
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£3fci«U 10ml©lM^';^>>-0.15M NaCl ( P H8.6) £^Tlml/#©:gt^T*# 
^A£i$fc#bfco 8fe#& s ±13©«fc5K:Bi9KUfcin;t hVEGF^&ttFlt-lh 
CDR^ffiiA<fc£B*fcKM8550 N KM8551, KM8552. KM8553, KM8554, KM8555^^tf^ 
m±.m^fi^m.ZU 2.5L N 1.9L, 2.4L. l.lU 2L£70ml/B#cD^T-7'P-fey 
TA ^ACilJgbfco £e>£10mlCDlM£ ri Ji'>-0.15M NaCl (pH8.6) 
Tlml/#<D^T**$fc#bfcgL pH6, pH5, pH4<D50mM^ :c>ift|HHK«4Bl'C& 
PSWfcgfeitU 50nM^^>M«» (pH3.0) £7mliIi*bTt h^CDR^Mirt^ 
£i§ifc}bfco -e©^, JJtb hVEGFgigttFlt-lfc h MCDR^ffi^KM8550, KM 
855K KM8552, KM8553 S KM8554. KM8555^^n^ni.lmgs 1.8mg, 1.6mg N 2.2 
mg N 1.3mg, 1.6mgf§^ttfeo 

Jtigbfctfbt: hVEGF^^Flt-1 t h^CDR^M{n:^KM8550, KM855K KM855 
2 N KM8553. KM8554, KM8555&, ###J 1 CD2JI (3) {Ctjs bfcSDS-PAGE&T'fl? 
ffbfeo 3i7c43ctt>*#il7£^TT-U->fefe !3®^>/^SIi: bt2//g 
©trtb hVEGFg^Flt-1 t h ^CDR#te*rtffcKM8550, KM855K KM8552. KM855 
3, KM8554, KM8555, 1 <E>2lji (4) T^bfetnlt hVEGFg^Flt-l t h 

M^^^trL<*:KM2550*5ctt>*=i> h D— ;m hMCT>mmnfo£ bT t hlgGl* 

#>^V^> FGM2fc£JtoU fc hVEGF^<*:Flt-l^(iS^b*^KM 
8969 (#^¥10-257893) £^*veft&»jU ^-x^>-:7ij >JT> h^;i/-{z 
T^febfeo ^©^^r^43ia^^bfeo t hMCDR^1ttJn;^KM8550, KM855K 
KM8552. KM8553, KM8554, KM8555&, ^M^{*TT-tt#^ftm50*P h 

*p\ *tl25*P^;H>>CL WKD'^FWmtbbtifco Cl©^«, IgG S©tri 

js&mmtefrML, ^iS7c^T^tt^n-eti2*©H^*5«fc?jfLmct t?^;* 

^ffita^KM8550 N KM855K KM8552. KM8553 S KM8554, KM8555&IE bV«t<D*n; 

(3) irCfc bVEGFg^ifcFlt-lt: h^CDR^M** ^mffc© t: bVEGFg^teFl 

hVEGF^^Flt-lt h^CDR^ffitrL<*:KM8550. KM8551. KM8552, KM 
8553. KM8554. M8555&£mi}i hVEGF^gifcFlt-lt h^** ^£iifcKM2550 
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OOng/mlST-^b^-frfc (3{£#5|ftm?iJ) 0 

zoimm&mumiZTjkTomt hVEGFg^Fit-ih bmcdmrnvamimo, 

KM855K KM8552, KM8553. KM8554, 1018555*50:^^ hVEGF^ffcFlt-l b h 
^^^^ifL^KM2550(im^MJg«c#^{3b hVEGFg^Flt-1 7Nt^bfe 0 
tfcs ifib hVEGF^^Flt-1 h h ^CDR^«tm^KM8550, KM8551, KM8552. K 
M8553, KM8554, KM8555i5 hVEGFggWlt-lh hm** ^tfi<fcKM2550 

b hM^^7^KM2550©#t-5^r£+4*^bT^SCli:^BJ^^t^o 

It bVEGFg^ft;Flt-l b b ^CDR#tt^ft:KM855<K KM8551. KM8552. 
KM8553, KM8554, KM8555& £OTtb bVEGF^g#:Flt-lh M^r/ ^intffcKM255 
0©^#M££*&§*f-t3fc#>{:\ 5MM©of^b bVEGF^SftSfaS^W^ 
^SfFlt-1 7N. Flt-1 3N, Flt-1 2N (W098/22616) , Flt-1 7N.K2 [#%#"J 
1 ©2(6-5)] . KDR 7N [###J 1 ©2(6-5)] {3^f1-i,Mii&^^^^^iJ^ 
£ffl^-Ct&§*Lfco 96»>:c;i,©EIA m^U— h^qs^^-y-^nf^t bVEGFg 
^p#^a^O?iJS(i:10//g/ml (3{&#|Rlf^J) tz N JrtMJgfci: 5 ug/ml 

^(Drnm^m^m^TotKii bVEGFg^nt-ib bmcvmutfimmtto, 

KM855K KM8552, KM8553. KM8554x KM8555j3ctt>*Jn;b hVEGFS^Flt-1 b bm 

**^mmw55oi±±Tmm<Dfcm<ftmv£&7jkis, Fit-i 7n, fu-i 3n n fu- 

1 2N£SJ&U Flt-1 7N.K2, KDR mzte±< Jx.rfoVtei>-ofc 0 Ptf4n> ho — 
MA#^&&#[GM2h tmCVmmifiimi8%9 (43IIPP10-257893) (±V>-ftlCDqI 

b b^CDR^tiftifcfcfcb hM^^^^KM2550©W-r^^^^t4S:^bT 

ir[b bVEGF^gfltflt-l b b ^CDR^1fitrt#KM855(K KM855K KM8552, 
KM8553. KM8554, KM8555*5it>'tJib bVEGFg^fltflt-l b bM** ^trb#:KM255 
0CJ;5h b VEGF b b h VEGF^^Flt-l©^Pfi^rSt4*#%fi»J 1 (DZm ( 5 ) 
(cS3ttbfc^t:fiev>tftg*rufco ^a-rsini^Jg(i0.0048~15/zg/ml (5{£# 
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s^yj) af:. z<Difcm*mmizm-? 0 ^46m{3^bfej;o^mt nvegf 

^g<fcFlt-lfc h^CDR^^#:KM8550, KM855K KM8552^ KM8553, KM8554, KM 
mtt&XftKM hVEGF^§#:Flt-lt hM^^ ^^KM2550ttirt^^#^J 
Ct hVEGF^fc hVEGF^^Flt-KD^^PMU^o tot, *«We 

fit:&Lfc6ffi©t hMCDR^Mintffcfcfct VM** ^tri;i*:KM2550CDWr ?>VEGF-Flt 
-l*£l%PfilS7£t4£{££r bt M S ^ £ #BJ3 5> h & o fco 

So 
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2. b hVEGPS§i*:Flt-l(3*f UT*g^«tt*Wf S«JKj&«s b hVEGFg^ 

3. b hVECFSSftflt-lfc^-rslaf*:^ #U * P— ^MfittSfcfci^v' 

4. * D-±;i/^^ /\j yij K— ^^s^-rstSttufeiUft Mbm 

5. M^^iJ K-V^0^-rStri^> KM1730. KM1731, KM1732 S KM1748 

6. b Mb#ifl^\ b bSy^^^M^Tjtb hM^M^^^^Ifi^ 
6 Mfcfft 3 tntffcT -5 at*® 4 HBf^CD^^o 

7. b h M** ^ifmif. KM25323; £&:KM2550T& Sit^Xg 6 gBtt©K3iIo 

8. b r^ffltti4&5£BC«i/M*:;!p\ KM8550, KM8551, KM8552. KM8553, KM8 
55433 «fcUfKM8555*» 5. & £S¥cfc. £ m\£fi2>mr£$> 2>mim 6 3B«B®i£3il. 

9. immfttfis Fab. Fab\ F(ab' ) 2 , — *0ttft«k ^X^7>f K£j£flsFv 

aS^4fB«g©g£^o 

10. tfitttfx »tttl5l^7u^ SeW£fc&{£#?©^#JMb^i$g;fcfci: 

Mfc^Ji'¥mzm&$&Vzm£T'fo zm&m 2 ~ 9 i^-r ft*p 1 ii^gBa©^ 

Mo 

11. b hVEG¥&®mit-uztt\sTfa&m&%G?zvom*m^T, 

12. b hVEGF§^Flt-lt:^fbT^?SttS^-r5^H^ b rVEGFSS? 

13. b hVEG¥%nmit-Uz?jT2>&ii*.&, D-^HJftfcg^&^y 

14. ^D-^Mntefr\ h'-v#j^£1-§irt£M3J:t>'b Mb 

4a«s *fe{i^n^©m^M-^^M«n€>m^$>-ssi^iii 3iB«©^a 0 

15. ;\>f ^1; K— ^i^mSE.T^m^ifi, KM1730. KM1731, KM1732, KM1748 
33<fcVKM17502p&-ft£S¥<fc DatfftSia#T?i&3fjt;ft® 1 4IB«©^o 
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17. t h^*^fcx#:2P\ KM2532£fcy:KM2550T*&SIi;£lgl 613*^^ 

So 

18. t hMffiM&#^*tfcttfcj!P\ KM8550, KM855K KM8552, KM8553. KM 
8554&.J: 7JfKM8555fr t>te&M£ K> M&tl Z>mim 1 6 mm&Jj&o 

19. tmm^lfi. Fab, Fab\ F(ab' ) 2 . -;$:g|fcT;<fc. i?X)ls7 4 KS^YbF 

a^x^^ife^^-B-fe^T-^^ti^ii i 2~i 9©^-r.n^uitc:H3« 

21. b hVEGF^^Flt-l(;*fbT^rStt^*-rS^H^W^^ilbT 

22. $«-^D7 ^-^*sig#-r sj^n^ «tm«u iiiitti, 

iISfttfeiiH4BlT*Si^ 2 1 IB^OsMrHo 

23. b bVEGFg^#Flt-lJ;:^LT*£AMte£WT3^H#. b hVEGF^g 
#:Flt-lfz^irSKire&Saf;£ijt2 lf3«©i£»rago 

24. b hVEGFS^Flt-l(3^-r Ztn{*&, * >J * u -j- KiKfc&fzte^ ; 
/7D-i-;i/^T-$)S3i^I12 3 H3«S<Ds£»riglo 

25. ^y^D-t/«^ /W7'J K- Sfctte&J^'b hYb 

26. /\-f'7U K-T^MtSti*^ KM1730. KM1731. KM1732s KM1748 
&<fct>*KM17502p£&£SlU «fefn£in#^&SM;£lI2 5 H3«4©!^»tIIo 

27. h hibtmw. b hM^M ^ifitffcfc .fctfb h mmffi&&feffimmifi 

28. bh^**^#t#:fr\ KM25322;fc{;iKM2550T-&£si;£lM 2 7I3«©^ 

29. t hMMt£&^^ttjfi<fcfr\ KM8550, KM8551, KM8552, KM8553. 
KM855433«k t>*KM85552p & 9 SKtlStrtf*:T?* Sfflt^clg 2 7 %2m<D&m 
I. 
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30. #M*«rrt-a*x Fab, Fab\ F(ab' ) z , -#g£lftft; N 4 K£ifrfcF 

(D&mmo 

35. t h VEGF§^Flt-l{z^-r?)*n;#^ * U * D-^Utftffcgifcfcj:^ 

36. ^n-^;i4/rtfc2p\ K-vAs^-rsm^cttft Mb 

37. ;W^U K-Y^MtS^^ KM1730, KM173K KM1732, KM1748 

38. t Mb*n;#:fr\ t J;rjct hMffiM^^M^M^ 

39. bhS^7»\ KM2532$fe{iKM2550T-$>^> 1^113 8gEi®©s£ 

40. t hMffiMtS^^M^ffitrL^* 5 , KM8550, KM8551, KM8552, KM8553. 
KM8554& «fc OTM8555 £ & £ J: t) Mfcf ft £ in^T- & £ §f 3<I1 3 8 1 BSi CD g£$r 

41. i/tWr/tfr\ Fak Fab\ F(ab' ) ? , -^lli/ti^ S>*;i/:7<f K£s£fcF 

3 6 tmo&mx&o 
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43. t bm¥&®mit-i&ifrTzmmfc&*mm?&M , mzm$hf&fr£ l 

45. VEGF©Flt-l^^©^i§r£PilS?-&^K#, b h VEGFg^ifcFlt-l 

46. b hVEGF^Wlt-lC^-rStn;^^ U 9 d-^;I/#l#:£ fc&^y 

47. b hVEGFggtffcFlt-lfclfcrrs^ *d— ^Mnrf*:#x /W^U H— v 

48. M-f^'J K-vAJl^tSjfi^ KM1732, KM1748* <£OTM1750fr e, 
S«nstn;f*:-e&SS}^4-7fBttCD#« • T^'a7T—p(Dj&mmmmo 

49. b Hbin#^\ b hi^ ^fcfaMsJitfb h MfflM(4^M^ffitn; 

50. b h^^^^Jn;#:^\ KM2532£fc&KM2550T'fc5af#JJi4 9f3«g©# 

51. b h^ffittt£&£fg^tetfc##x KM8550, KM855U KM8552, KM8553. 
KM8554* «t £HM8555fr £ & £S¥ «t D afcttx £mfr?& Sst^ 4 9 IB®cD# 

52. tattWfJttfs Fab, Fab\ F(ab' ) 2 , ^^;i/7^f K^c^bF 

v*$ ct vmm&&femm&&ts'*n- k a» e & a i¥ j; »> » a n a in**-? & £ gg 
mfc^mmzm£>£ j &tzm{&T'$> zm&m 45-52 ©^-rna* 1 juzjatt 

55. 1^-7^7 7-^ a^-rr %mm&, #.&&mm* mmmmmm, 
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56. t hwGv&®wit-i*ift-?rzmmtem*mm-t%>Mmtii s vm(D?n-i 

VaWe&ZM&m 5 5 IBi8©f#^o 

57. VEGF<DFlt-lg£#^©<6^&IE£*-£^K#N t hVEGF^teFlt-1 

60. ;W^U K-v^S^-r^infr^ KM1732 N KM1748£ekOTll750fr h 

62. t b?£^7jjtffc#\ KM2532*fe«KM2550T'^>?)si^ll6 l§B«iO^ 

63. t hl!iftl«£fe&^^#1fim<fcfr\ KM8550. KM8551. KM8552, KM8553 S 
KM8554^<tt>*KM8555^^^^S¥<t DM(insmi*T-^2»si^II 6 1 12^©^ 

64. SKtmftft. Fab. Fab\ F(ab' ) 2 , -X.MttHk. V7.)V7 4 Kg^bF 

5 9. mmcD^mmo 

«^X^^M^^fe^T*feSa*>CT57~64©V^t ^ n^lIltHB«©^ 
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